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ADENOVrRAL VECTORS WITH MODIFIED TROPISM 



TECHNICAL FIELD 

The present invention relates to gene therapy. In particular, therapeutic 
5 agents and methods useful in targeting and delivering genes more efllciently to particular 
cells are disclosed, wherein re-targeted, tropism-modif.ed viral vectors presenting Ugand 
on the surface and mcluding a nucleotide sequence encoding a therapeutic gene product 
arc used to facilitate targeting and delivery. 

BACKGROUND OF THE INVENTION 
,0 The primary impediment to the transfer of non-native or foreign DNA mto 

mammalian cells is that the genetic material must be transported across multiple cellular 
barners before u enters the host cell nucleus and initiates gene expression. Previously 
established methods have utilized artificial means to mtroducc DNA mto the cell 
althouuh these methods are associated with significant cell toxicity (Graham et al., 
15 yirolog^' 52:456-467 (1973); Feigner et al. PNAS USA ^./■.741 3-741 7 (1Q87)). 

More recently, enhanced transfer of DNA conjugates into cells has been 
achieved with adenovirus, a human DNA virus which readily infects various cell types 
(Morwitz. Adenoviridae and their replication, in Virata^. Fields and Kn.pe. eds.. Raven 
Press NY (1990) pp. 1679-1740). Since adenovirus efficiently disrupts the membranes 
.0 of endocvtic vesicles, co-internalization of the virus with the DNA conjugate allows 
rapid trar^sfer of the conjugate mto the cell cytoplasm before it can be subjected to 
lysosomal degradation. The fact that adenovirus exhibits selective trop.sm has also been 
exploited to reconstitute these cells v,vo with the human cystic fibrosis transmembrane 
conductance regulator (CFTR) (Rosenfeld et al.. Cell 68:142-155 (1992)) and the alpha 
25 1-antitrvpsin genes (Rosenfeld et al.. Science 252:431-434 (1991)). 

A number of features make adenoviruses very attractive for gene delivery 
applications. Knowledge of the adenovirus genetic system is fairly extensive, including 
' the viral life cvcle. DNA replication, transcription and RNA processing, and regulation 
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Of v,r>,s gene expression. ,„ addaion. ,he size of ,he .denovlrns ,Adi .on„n,e allow, 
relm.vcly easy ma„,pula„„„ of d,c viral DMA while s.ili having ,he capaci.v Ih, ,„ser„„n 
of m„s, cDNAs into ,hc viral geno„,e. Addi.ional advan.agcs of adenovirus vecors 
mclude ,he,r abili.y ,o infect bolh dividing and nondividing cells efficien.lv, ,o i„dr,ce 
high-level foreign protein expression withou, replication or tmcgration of the v.ral 
ge„on,e, and to grow to high yields when propagated in an appropriate co,nplcn,en.,n,. 



:ell line. 



II a targe, tissue lacks sttflicient levels of adenovirtts attachntem receptors 
10 nrcdtatc viral adsorption, however, this n,ay also be a barrier to efllcient uene transfer 
> » miection hy toost virnses requires viral attachnrc, to its host cell receptot-. Adenovirus 
attaches to ,ts host cell receptor via its liber protein (.,ec. c.. . Wickhan, et „1 Tc// 
.~j:309-319 n993)). 

The Ad fiber proicin is a long, tnmeric protein that protrudes from the 
surface of the v.non. At the d.stal end of the f.bcr proton ,.s a knob-l.ke C-ter,..nus that 
mtcracts wuh an un.dent.fled celk.iar receptor present on lleLa and other epithehal- 
der.ved carcinoma cell lines (.v... . Defer et ai.. ,/ ViroL .7:3661-3673 (1990)) The 
receptor, generally tdcntified as F.bR. .s assumed to be expressed by cells that are the 
normal targets for adenovirtts infection. 

Thtts. reduced gene delivery to eertatn tissues may well result from a low 
20 expression of the adenov.rus receptor (FibR). A lack of functtonal receptor, „ thus 
Itkely to be dtrecly correlated wtth dratoatic reductions in gene transfer efllcteney. 

In general, adenoviral vectors possess the eapacitv for ,„ ,„v„ gene 
.ransfer tha, are critical to effective gene therapy. Following administration of the 
adenovirus vector, three distinct, sequential steps are required for expression of the 
2. therapeutic gene tn target cells: fl, attachment of the adenovirus vector to specilie 
receptors on the surtace of the target celh (2, internaltzalion of the virus: and (3, transler 
of .he gene to the nucleus where it can he expressed. Thus, any attempt to modify the 
.roptsm o, an adenovirus vector - that is. its native abiltty to target its co.nate receptor 
mitst reserve its abtlity to perform these three functions eflicientlv. 
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Invesligators have met with greater or lesser success in this regard. For 
example, the methodology proposed by Krasnykh et al. (./. Vu-ol. 70: 6839-46 (.19Q6, 
venerates recombinant adenovirus with chimeric fibers havmg a fiber shaft from one Ad 
serotype and a knob from another, thereby altermg the adenovirus' receptor recognu.on 
5 profile. (Also se. Gall et al.. ,/. Vu-ol. 70:21 16-2123 (1996). which describes an Ad 5/7 
eapsid chimera.) However, such constructs would appear to have Umited utility, as they 
still relv on the less-than-ubiquitous (and less-than-efficient) Ad receptors for targetmg. 
Moreover. Ad vectors that rely upon Ad receptors for targeting (and putative 
internah/ation) are not able to target as wide a variety of cells as one might wish, and 
10 depending on the nature of the chimeric fiber, any alterat.ons in Us conformation may 
have a negative impact on targeting and/or delivery. 

Further, the modificat.ons described m the aforementioned articles do not 
alter v.ral tropism m a manner that enhances viral targetmg or increases traffickmg to the 
nucleus, contrarv to what .s disclosed heren. In addU.on. the art fails to disclose 
1 5 tareetma and del.very constructs and systems that achieve the unexpectedly high level ot 
•'infectivitv- and expression shown herein. Finally, the constructs and methods ol the 
present invention successftiUy achieved delivery of therapeutic agents to cells that are 
normallv resistant to viral-mediated delivery. 

In view of the aforementioned problems, the design and construction of 
70 the withm-disclosed vectors and conjugates provides a novel and elegant solution, as 
described further herein. The use of the recombinam sequences and vectors of this 
invention to mediate the transfer of foreign genes into recipient cells both vUro and 
vn-o overcomes the limitations of the above-described gene transfer systems. Ih.s 
invention utilizes recombinant constructs which confer the advantages of targeting via 
25 the fibroblast growth factor receptor tipon adenovirus - in place of the adenovims usual 
targeting via fiber protein - and thus represents an improved method for gene therapy as 
well as for therapeutic applications involving delivery of a gene. 

BRIEF SUMMARY OF THE INVENTION 

In contrast to the disadvantages of using intact adenovirus, modified 
30 adenovirus vectors requiring a helper plasmid or virus, or so-called replication-deficient 
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adenovrus. the use of recombmant adenovirus-denved vectors according to the present 
mvcnt.on provides certain advantages for gene delivery. In particular, adenoviral vectors 
havtng their native tropism modified or ablated, whieh are then re-tar.eted via a tar-.tino 
hgar^d. are disclosed hereut as advantageous for a var.ety of ge.te therapy appiicat.ons. ^ 
Ad-derived vectors of the present invention possesses all of the 
luncuonal properties required for gene therapy including btnding to specific ceil 
receptors and penetration of endocyt.c vesicles. 1 hev further .nclude those in which all 
or part of the fiber head or taH ,s replaced with - or con,ugated to - a l.and-encod.n.- 
gene. Use of the vectors and conjugates disclosed herem allows one to target a w.de 
10 var,etv of cells and to dehver therapeutic agents - urespect.ve of whether those a-ent. 
are protetns. polypeptides, nucleotide sequences, or son.e other molecular speces - 
directly into specific target cells. 

The presently-disclosed constructs, systents and methods afford a level of 
tlcx.b.hty ,n therapeutic approaches not seen with other systems and methods 
1 ^ Fherefore. the vectors, systems and methods of the present invention are ideal for use nt 
a wide variety of therapeutic applications. 

Therefore, in one embodiment, the present invention provides a tropism- 
modil.ed adenoviral vector .system that specifically targets cells e.xpressing a preselected 
receptor, comprising an antibody or fragment thereof that binds at. adenoviral capsid 
20 protein: a targeting hgand that binds the preselected receptor; and an adertov.rus 
containing a nucleic acid molecule that encodes a therapeutic gene product under the 
control of a promoter: wherein the ligand is conjtigated to the antibodv or fraoment 
thereof and wherein the antibody or fragment thereof is bound to the adenovirus In one 
variation, the ligand is conjugated to the antibody or fragment thereof as a fusion, e.g a 
25 lus,on-sF,. In another variation, the promoter is a tis.sue-specific promoter. 

In another entbodiment. a tropism-modified adenoviral vector is provided 
wheretn the targeting ligand ,s a polypeptide reactive with an FGF receptor. In one 
variation, the polypeptide reactive with an FGF receptor is an antibodv or fra^ment 
thereof. In another variation, the antibody is a single-chain antibodv. In one alternative 
30 embodiment, the antibody is M A8. In another, the polypeptide reactive with an FGF 
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receptor is selected from the group consisfng of FGF-1. FGF-2. FGF-3. FGF-4. FGF-X 
FGF-6. FGF-7. FGF-8. FGF-9. FGF-1 1. FGF-13. FGF-14. FGF-15. and molecules 
havin. 20% or ereater homology to any of the foregoing. In still another cmbodunent. 
the polypeptide reactive with an FGF receptor is FGF-2. Yet another variation provides 
5 that the targetn^g ligand is selected from the group consisfng of a polypeptide reactive 
with a VHGF receptor, a polypeptide reactive with a PDGF receptor, and a polypeptide 
reactive with an FGF receptor. 

In other variations of the disclosed invention, the surface-presented ligand 
is a polypeptide reactive with a cell-surface receptor: growth lactor receptors are one 
, 0 class of receptors contemplated within the scope of the present mvent.on. Another class 
of receptors contemplated within the scope of the invention u.cludes receptors for Her- 
2/neu or erbB2. Thus, a polypeptide reactive with a cell-surface receptor according to 
the present invention includes amibodies or fragments thereof, including single-chain 
amibodies. which react with receptors for l-Ier-2/neu or erbB2. 

The present invention also discloses embodiments wherein the native 
tropism of the viral vector is modified; m .still other embodiments, the native tropism of 
the viral vector is ablated. In various preferred embodiments, the vector is an adenoviral 
vector. The adenoviral vector is readily selected Irom any of the adenovirus serotypes, as 



well. 



In a further aspect of the present invention, a tropism-modiFied vector is 
disclosed wherein the therapeutic gene product is a eytocide or a prodrug. In one set of 
related embodiments, the eytocide is a nbosome inactivating protein. In other variations, 
the gene product is thymidine kinase, cytosine deaminase, or nitroreductase. 

According to various embodiments of the present invemion. the 
.5 therapeutic eene product enhances cellular proliferation. In one variation, the therapeutic 
gene product is a biologically active proteu. or polypeptide that augments or 
complements an endogenous protein. In another variation, the therapeutic gene product 
enhances cellular differemiation. In still another variation, the therapeutic gene product 
rs a molecule which enhances tissue repair or regeneration. Yet another variation 
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provides that the therapeutic gene product is a molecule which stimulates a protective 
immune response. 

The present invention further discloses a variety of pharmaceutical 
compositions. In one embodiment, a pharmaceutical composition of the present 
5 invention compn.ses a physiologically acceptable buffer and a tropism-modif.ed 
adenoviral vector pre.senting a ligand on its surface, wherein the vector includes a nucleic 
acid molecule encoding a therapeutic gene product under the control of a promoter, in 
one variation, the ligand is a polypeptide reacli^■e with an TOF receptor. In various 
alternative embodiments, the polypeptide reactive with an FGF receptor is selected from 
10 the group consisting of FGF-1. FGF-2. FGF-3. FGF-4. FGF-5. FGF-6. FGF-7 FGF-8 
FGF-9. FGF-ll, FGF-13. FGF-14. and FGF-,5. In one preferred variation, the 
polypeptide reactive with an FGF receptor is FGF-2. In other embodiments, the 
polypeptide reactive with an FGF receptor is an antibody or fragment thereof In one 
alternative variation, the antibody is a single-chain amibody. In another variation, the 
15 antibody is 1 1A8. 

In other variations of the disclosed invention, the surface-presented ligand 
is a polypeptide reactive with a cell-surface receptor; growth factor receptors are one 
class of receptors contemplated within the .scope of the present invention. Another class 
of receptors contemplated withm the scope of the invention includes receptors for Her- 
20 2/neu or erbB2. Thus, a polypeptide reactive with a celi-surtace receptor according to 
the pre.senl invention includes antibodies or fragments thereof, including single-chain 
antibodies, which react with receptors for fler-2/neu or crbB2. 

In various aspects of the present invention, the ligand is genetically fu.sed 
with an adenoviral capsid protein. In others, the ligand is chemically conjugated to an 
25 adenoviral capsid protein. In one variation, the ligand is conjugated to an antibody or 
fragment thereof that binds a viral capsid protein. In another variation, the ligand is 
conjugated to the antibody or fragment thereof as a fusion, e.g.. a fusion-sc-F„. 

Other variations contemplate that the therapeutic gene product is selected 
from the group consisting of protein, nbozyme and antisen.se. In one alternative 
30 embodiment, the therapeutic gene product is a cytocide. Exemplary cytocides include 
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ribosome-inactivating proteins. In another embodiment, the iherapeuiie gene product is a 
prodrug. Exemplary prodrugs include thymidine kinase, cytosine deaminase, or 
nitroreductase. Other embodiments disclose a wide variety of therapeutic gene products, 
including products that replace or repair defective, improperly regulated, or 

5 nonfunctional genes. In various alternative embodiments, therapeutic gene products 
within the context of the present invention stimulate wound healing, tissue repau". 
connective tissue growth, angiogenesis. or the amelioration of ischemia, to name a tew 
examples. In other embodiments, therapeutic gene products treat, interfere with or block 
a disease process, such as hyperproliferation of cells, tumor growth, metastasis, and the 

10 like. 

Thus, the present invention also discloses a variety of treatment methods, 
in one embodiment, the invention contemplates a method of treating tumors, comprising 
administering a pharmaceutical composition comprising a physiologically acceptable 
buffer and a tropism-modified adenoviral vector presenting a ligand on its surface. 
15 wherein the vector includes a nucleotide sequence encoding a therapeutic gene product 
under the control of a promoter, wherein the therapeutic gene product is selected from 
the group consisting of E-cadherin. BGP. Rb. p53, CDKN2/P16/MTS1, PTEN/MMACl. 
APC. p33INGI. Smad4. masp.n. VHL, Wfl. Menl. NF2, MXIt, and FHIT. The 
invention also provides methods of treating ischemia, comprising administering a 
20 pharmaceutical composition comprising a physiologically acceptable buffer and a 
tropism-modified adenoviral vector presenting a ligand on its surface, wherein the vector 
includes a nucleotide sequence encoding a therapeutic gene product under the control of 
a promoter, wherein the therapeutic gene product is selected from the group consisting of 
IGF. TGPPI. TGFP2. TGFP3. HGF. VEGF 121. VEGF 165. FGFl. FGF2. FGF4. FGF5. 
25 PDGF-A. and PDGF-B. 

In .still other variations, the invention provides methods of treating 
connective tissue injury, comprising administering a pharmaceutical composition 
comprising a physiologically acceptable bufli-r and a tropism-modified adenoviral vector 
presenting a ligand on its surface, wherein the vector includes a nucleotide sequence 
30 encoding a therapeutic gene product under the control of a promoter, wherein the 
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therapeutic ecnc product is selected from the group consisting of P'fll. BMPl. BiMP2. 
BMP3. BMP4. BMP5. BMP6. BMP7. BMP8. BMPIO. BMPli. niammaiian BMP. and 
Xenopiis BMP. An alteniative method comprises the administration of a pharmaceutical 
composition comprising a physiologically acceptable buffer and a tropism-modified 
5 adenoviral vector presenting a ligand on its surface, wherein the vector includes a 
nucleotide .sequence encoding a therapeutic gene product under the control of a promoter, 
wherein the therapeutic gene product is selected from the group consisting of Bovine 
VHGI-. VEGF. VEGF-B. VEGF-C. Angiopoietin-1. Angiogcnin. IGF-1. IGF-II. IIGF. 
PDGF A. PDGF B. TGFBl. TGFB2. and TGFB3. 
10 The present invention al.so discloses various methods of treating 

malignancies, including cancer. In one such embodiment, a method of treating cancer is 
di.sclosed. comprising contacting the cancer cells with a pharmaceutical composition 
comprising a physiologically acceptable buffer and a tropism-modified adenoviral vector 
presenting a ligand on its surface, wherein the vector includes a nucleotide sequence 
15 encodmg a therapeutic gene product under the control of a promoter, wherein the 
therapeutic gene product is selected from the group consisting of IISVTIC, VZVIX. 
nitroreductase, and cytosine deaminase; and contacting the cancer cells with a substrate. 
In various embodiments, the substrate is a molecule that is acted upon to produce a 
molecule that is cytotoxic or cytostatic to the cancer cells. 

'"^ various disclo.sed methods, the ligand is a polypeptide reactive with 
a specific cellular receptor; various polypeptides useful in this regard arc recited 
hereinabove, fn various preferred embodiments, the receptor is an FGF receptor. In one 
variation, the polypeptide reactive with an FGF receptor is FGF-2. In other variations, 
the polypeptide reactive with an FGF receptor is selected from the group consisting of 
25 FGF-1. FGF-2. FGF-3, FGF-4. FGF-5, FGF-6. FGF- 7. FGF-8, FGF-9. FGF- 1 1. FGF- 13. 
FGF- 14. and FGF-1 5. 

In one alternative embodiment, the ligand is an antibody or a fragment 
thereof In another embodiment, the antibody is a single-chain antibody. In yet another 
variation, the ligand is conjugated to an antibody or fragmem thereof that binds a viral 
30 capsid protein. In various embodiments, the viral capsid protein is adenovirus fiber 
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prote.n - for example, an adenov.rns knob protein. In yet other embodiments, the ligand 
may be chemieally conjugated to a prote.n on the surface of a v,ral vector or may be 
attached to the capsid as a componem of a fusion protein. 

In various methods disclosed herein, the therapeutic gene product is 
S selected from the group consistmg of protein, ribozyme and antisen.se. In one alternative 
embodiment, the therapeutic gene product is a cytocide. Exemplary cytocides include 
ribosome-inact.vating proteins. In another embodiment, the therapeutic gene product is a 
prodrug. Exemplary prodrugs include thymidine kinase, nitroreductase, and eytosine 
deaminase. Other embodiments disclose a wide variety of therapeutic gene products. 
K. includmu products that replace or repair defective, improperly regulated, or 
nonfunctional genes. In various alternative embodiments, therapeutie gene products 
within the context of the present invention stimulate wound healing, tissue repair, 
eonnective tissue growth, angiogcnesis. or the amelioration of ischemia, to name a few 
examples. In other embodiments, therapeutic gene products treat, interfere with or block 
1 5 a disease process, such as hyperproliferation of cells, tumor growth, metastasis, and the 



like. 



These and other aspects of the present invention will become evident upon 
reference to the following detailed description and attached drawings. In addition, 
various articles and documents are referenced herein to provide further details regarding 
20 various procedures, compositions, molecules, and the Uke. It is expressly to be 
understood that the disclosures of all publications referred to herein are incorporated by 
reference in their entirety as though fully set forth herein. 

BRIEF DESCRIPTION OF THE DRAWINGS 

Figure 1 shows a comparison of AdCMV-Luc transduction for four KS 

-^5 cell lines. KS cells were incubated with recombinant adenovirus expressing lucifcrase in 
the absence or presence of a Fab fragment blocking adenoviral knob-mediated infection. 
Experiments were performed in triplicate. Relative light units (RLU) are shown on the 
vertical axis; across the horizontal axis, the following cell lines are indicated: KSY-1: 
RW376; KS-SLK; and CVU-l. The open (colorless) bar represents AdCMV-Luc. while 

30 the closed (dark) bar represents AdCMV-Luc + anti-knob Fab. 
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Figure 2 shows the enhanced AdCiMV-Luc infectivity of KS cell lines by 
Fab-FGF2 conjugate. The enhanced infectivuy of the Ad-conjugate complex was 
assessed in the presence and absence of anti-FGF2 antisera. Relative light units (RL.IJ) 
are plotted on the vertical axis, while the relevant KS cell lines - KSY-1. R\V376. KS- 
5 SLK. and CVU-I - are indicated on the horizontal axis. The closed bars represent 
AdCMV-Luc; stippled bans represent AdCMV-Luc -f- Fab-FGF2: and the open 
^colorless) bars represent AdCMV-Luc + Fab-FGF2 + anti-FGF2 antisera. 

Figure 3 illustrates enhanced AdCMVHSVtk/GCV ecll killing in KSY-1 
and KS-SLK cells by Fab-FGF2 conjugate. The effect of GCV on AdCMVHSlk- 
1 0 transfected cells was assessed m the presence or absence of the conjugate and expressed 
as a percentage of cells surviving compared to the cell not e.xposed to GCV {i.e.. -GCV). 
Viable cells m duplicate wells were counted, in triplicate, after trypan blue exclusion. 
On the vertical axis, the % of cells .surviving is shown, in both Figs. 3A and 3Ii. In F,g. 
3A. KSY-1 cells transfected with AdCiMVHSVlk or AdCMVHSVtk + Fab-FGF2 are 
15 identified on the horizontal axis. In Fig. 3B. KS-SLK cells transfected with 
AdCMVHSVtk or AdCMVHSVtk ^ Fab-FGF2 are identilled on the horizontal axis. 

Figure 4 illustrates a schema for the symhesis and purification of the Fab- 
FGF2 conjugate. It should be expressly understood that this schema may be applied to 
the synthesis and purification of any Fab-ligand conjugate and is thus not limited to the 
20 one illustrated. 

Figure 5 shows the results of SDS-PAGF of Fab-FGF2 under non- 
reducing conditions. Equal amounts (2 ug) of FGF2 (lane 2). Fab (lane 3). or Fab-FGF2 
(lane 4) were applied to the gel and compared to the molecular weight standards (lane 1. 
in thousands) by staining with Coomassie blue. In Figure 5B. Western blot analysis of 

25 Fab-FGF2 conjugate is shown. The protein was transferred to a nitroceilulosc 
membrane, probed with an anti-FGF2 rabbit polyclonal antibody and then with '^^I- 
Protein A and visualized by autoradiography. A band was observed for FGF2 (lane 5) 
and for the Fab-FGF2 conjugate (lane 7). but not for Fab antibody alone (lane 6). 

Figure 6 shows functional validation of the Fab-FGF2 conjugate. In 

30 Fig. 6A, stimulation of endothelial cell proliferation by FGF2 and the Fab-FGF2 
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20 



c„„,.,.a.c is *o»,v Bovine acuc cndo.hol.al cells were irca.cd wuh v.r.ous 
™„ce;.a.,.ns o,' F0P2 o, Kab-FOrJ (30 pg/mL .„ .,g/..L. and .1. eell n.nber 
determined Cell coun. (x 1000) is ploi.cd on ,he verrieal axi. while pg/ml. are plotted 
„„ ,hc h„r,..o„lal axis. Open creles represcn, rOF2. wlrrle closed circles represent Fab- 

FGF^ 

In Fig 6B. Fab-F0F2 brndirrg >» Ad5 knob in an ELISA is illusrra.ed 
Reeonrbrnan. MS knob was probed will, Cher Fab.FGF2. a blank conrrol. or FC,F2^ As 
a con.rol Fab.F0r2 was added ,o pla.es ,ha. did no. con,a,„ Ad5 knob, Absorbance ,s 
plotted on .he ve,-.,cal axis, while ,he following are shown on .he h„rizo„.al ax,s ol the 
har graph, proceeding Iron, left .0 r,gh.: No knob . Fab-FOFJ: Knob . Fah-KGF2: Knob 

alone; and Knob + F0F2. 

Kioure 7 illns.ra.es ihe results ol" /» nrleelion o." a panel ot cell hnes 
nsin. the Fab.F0F2 conjugate. In F.g. 7A. tnhibition of UrCerase expression by .he Fab 
i, ;K„„n The four cell Itnes were infec.ed wi.b ci.her .he AdCMVUc or rhc 
. AdCMVLuc prenrixed with the Fab as described ,n the .ext. The data are expressed as a 
percentage of the lueiferase express.on when AdCMVLuc alone was used for each eel, 
,,„,.p;.„tageisplot.cdon.hevert,calaxt.,-.celll,nes3T3..^NC.l.SKOV3,,^^^^^^^ 
D54 MO are illustrated along the honzo,Ual axis. Open bars represent AdCMVI.uc. 
while closed bars represen. AdCMVLuc + Fab, 

In h-,g 7B. lueiferase expression in the four cell lines when infeCed wtth 
either AdCMVLuc or the AdCMVLuc-Fab.FGF2 conjugate is shown. The bars illustrate 
the lueiferase expression in relative ligb, untrs (RLU) per tnicrogran, of pro.ctn and 
.present ttipitcate nteasuretrren.s ± s,a„dard deviat.on. Rl.U/ug of protetn ,s plotted on 
the verncal axts. On the horizontal ax.s. cell lines 3T3. PANCl. SK0V3.,pl. and D54 
MO are illustrated. Closed bars represent AdCMVLuc. while cross-hatched bars 
represent AdCMVLuc + Fab-FGF2, 

l„ F,g 7C. inhibition of lueiferase expression by the anti-FGF2 atr.ibody 
i, Shown The four cell litres were infec.ed wi.h et.her AdCMVLrtc prenr.xed wi.h .he 
Pab-FOF^ con,u.a.e or AdCMVLuc prenr.xed w,.h the Fab.FGF2 conjugate and the 
,„.i.FGF2 antibodv as descnbed above. The data a,c expressed as a percentage o, the 
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luc.ferase express.on scon when the ADCMVLuc-Fab-FGl- cor^plex was used for each 
cell line. Percentages are plotted on the vertical axis: cell lines JT3. PANC-1 
SKOVS.ipl. and D54 MG are ilhtstrated alotig the horizonial axis. Lightiv shaded bars 
represent AdCMVLue . Fab-FGF2. while the dark, closed bars represent AdCMVLuc . 
^ Fab-FGF2 + anti-FGF2 Ab. 

Figures 8A-C illustrate the expression of P-galactosidase in the liver of 
mice after treattner^t w.th Adf3gal or FGF2-AdPgal. In F,g. A. no Xcal sta.ned cells in 
the liver of C57B1/6 n.ce treated w.th exc.p.ent are .seen. In Fig. 88. numerous X.al 
statned hepatocytes are present in the liver of C57B1/6 mice treated wtth Adp.al at 
■0 dosage of 2x10'" p,u per mouse. ,.v. ,n F.g. 8C. treatment w,th FGF2-AdPgal at^ xlO^" 
pfu per mouse, i.v. transduces very few hepatocytes. 

F.gure 9 shows the serum transamina.se and alkaline phosphatase levels m 
mice treated with AdPgal or FGF2-AdPgal. Serun. tran.saminases (AST. ALT) and 
alkaline phosphatase were measured on day 7 in C57B1/6 mice after treatment with either 
15 excipicnt: AdPgal. 2xI0el0 pfti. i.v.: or FGF2-AdPgal. 2xlOe]0 pfu. i.v. 

Figures lOA and I OB ilktstrate the histopathology of the l.ver of mice 
after treatment with AdPgal or FGF2-Adpgal. Hematoxylm and eosu. sta.ned paraffin 
sect.ons of the l.ver of C57B1/6 mice treated w.th e.ther Adpgal. 2xlOelO pfu , v (F.u 
lOA): or FGF2-Adpgal, 2xlOelO pfu. ..v. (F.g. ,08). Extens.ve hepatocellular ..ecros^s 
20 and mflammatory infiltrate present in the liver of mice treated w.th AdPgal. There ,s 
nearly complete abrogat.on of hepatocellular necros.s ,n the l.ver of mice treated w.th 
FGF-2AdPgal. Also. ver>' little inflammatory infiltrate is observed. 

Figure 11 shows a survival analysis of tumor bearing mice treated with 
either Adtk or FGF2-Adtk. 816 melanoma cells were treated .I.o for one hour with 
2--> e.ther Adtk or FGF2-Adtk and then implanted intraperitoncally ,nto BDFl m.ce at 
2xl0e6 cells per mouse. Mice were then treated with either ganciclovir (GCV) or H,0 
(as a control) for 14 days. i.p. Surv.val of tumor bearing mice treated with FGF2-Adtk 
ar.d then administered ganciclovir was prolonged: such mice have a statisticalh 
prolonged .sur\'ival compared to all other groups fp<0.00 1 ). 
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Figure 12 illustrates the enhancement of Ad-mediated gene del.very by 

the Fab-FGF2 conjugate. AdCMVLuc (5 x 10^ pfu) as preincubated with the optmial 

dose of the Fab fragment (1.44 .g) or Fab-FGF2 conjugate (1.94 .n 20 HBS for 

30 mm at room temperature. The vector or vector complexes were then dUuted n. 

5 DMEM/F-12 + 2% FCS and 24.000 SK0V3.ipl cells in 24-well plates were infected at 

an MOl of ^0 pfu/cell. Inhibition experiments were performed by addu.g a polyclonal 

anti-FGF2 antibody (Sigma. St. Lou.s. MO) to the Ad CMVLuc-Fab-FGF2 complex 

prior to infection. Cell lysates were assayed lor lucUerase activ.ty 24 hours post- 

infecnon. The protem concentral.on of the lysates was determined to permu 

,0 normahzafon of the data, wh.ch are expressed as relative light unUs (Rl.b) per 

nncrouram of cellular proteu. Results are the mean ± SD of tr.plicate exper.ments. 

Fiuure 13 illustrates the results of FGF2-enhancement of Ad-med.ated 

express.on of the HSV-TK gene, which augments therapeutic benefit n. a survival 

expertment A total of 95 female SCID m.ce aged 6-8weeks were inoculated 

IS mtraperttoneallv w.th 2 x 107 SK0V3..pl cells on day 0. On day 5. sotne mice were 

.njected mtraperuoneally wUh 2 x 108 or 2 x 109 pfu of AdCMVHSV-TK alone or 

AdCMVnSV-TK complexed with FGF2 (n=20 mice per group). Forty-e.ght hours later. 

half of the mice in each group (n=10) were treated daily with an mtraperitoneal mject.on 

of ganc.clovu- (50 mg/kg bodyweight) for 14 days. Control groups consisted ot m.ce 

20 which received no virus or GCV (n=5) or m,ce which were treated with GCV only 

Cn=10). The mice were monitored datly for survival. The percentage of anm.als 

survivmu .s plotted against the number of days post tumor cell inoculation. 

Figure 14 illustrates antibody responses at day 21 following a single 

injection of excipient. adenovirus or FGF-Fab:Ad conjugate. Optical density (O.D.) x 

9S 10^ IS plotted on the vertical axis, while data points con-esponding to single injections ot 

excipient. Ad. or FGF-Fab:Ad conjugate are identified on the horizontal axis. Open 

squares, circles and diamonds correspond to ant.-adenovirus protein responses, while 

closed squares, circles and diamonds correspond to anti-knob protem responses. 

Figure 15A shows that FGF2 retargeting of adenoviral infection results in 

„^ iri]VFr\- were infected with AdCMVLuc alone. 
30 increa.sed transgene expression. IlUVhLs were 
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AdCN4VLuc ^ Fab. or AdCMVLuc . Fab-FGF2, and luciferase expression was 
measured 24 hours later. A representative graph of 3 separate exporintents is shown. Data 
is mean -K/- SD. * p < .001 vs. .Ad alone. Fig. 15B shows the blocking of FGF2 
retargeting. HUVECs were elected with AdCMVLt.c ^ Fab-FGF2 alone or blocked with 
5 an anti-FGF antibody, heparin or excess free FGF. * p < 0.001 vs. Ad -r Fab-FGF2. Fig. 
I5C shows that enhanced gene expression is .seen with FGF2. IlUVFCs infected with 
Ad alone or in the presence of heparin or FGF2 at an equintolar concentration to that 
used for Fab-FGF2 retargetn.g. F.g. 15D .llustrates the results of a trit.atcd bindin.- 
assay. Trit.ated AdCMVLuc alone or follow.ng incubation with Fab. Fab-FGF2 or Fab- 
10 FGF2^anfFGF antibodv was bound to cells at 4 degrees for 1 hr. Following washing, 
residual bound radioactivity (counts per minute, epm) was measured in a senn.llafo,, 
counter. * p < 0.001 vs. Ad alone. ** p < 0.001 vs. Ad + Fab-FGF2. 

Figures 16A-R illustrate that Fab-FGF2 retargeting enhances gene 
expression in HCAFCs and HASMCs. HCAECs (F,g. 16A) and MASMCs (Fig. 16B) 
1 5 were infected with AdC.MVl.uc alone. AdCMVLuc + Fab. or AdCMVLuc + Fab'^FGF2. 
and luciferase expression was measured 24 hours later. A representative graph of three 
experiments is shown. Data is mean +/- SD. * p < .001 

Figure 17 describes the determination of the enhancing effect of FGF2 
retargeting at different v.ral doses. HUVECs were infected with AdCMVLuc at a dose of 
20 10. 50 or 100 pfu/eell with or without Fab-FGF2 retargeting. Luciferase assay was 
performed 24 hours later. Results are mean +/- SD. 

Figures I8A-18G show the flow cytometry analysis of (3-ualactosida.se 
transduction. FIUVECs infected at 10. 50 or 100 pfu/cell with AdCMVLacZ or 
AdCMVLacZ -f Fab-FGF. Determination of gene expression 48 hours later by FDG 
25 staining and flow cytometry analysis. Representative profiles are shown, positive^ signal 
indicated by M2 gate. 

Figure 19 illustrates the reduction of FGF2 enhancement of gene deliverv 
in quiescent cells. HUVECs were plated and maintained m culture for 1. S or 10 days- 
Cells were then infected with AdCMVLuc (50 pfu/cell) or AdCMVLuc ^ Fab-FGF2 and 
30 luciferase assay was performed 24 hours later. Data are expressed as the ratio of 
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luciferase expression in the eells infeetcd using Fab-FGF2 retargeting, compared to 
corresponding cells plated at the same time and infected with AdCMVLuc alone. Bars 
represent mean ± SD of three experiments. * = p < 0.01 vs. 1 day in culture. 

Fiuure 20 illustrates the successful retargeting of an Ad vector linked to a 
5 marker (AdPgal) using either FGF2 or 11A8-Fab and the successful delivery of the 
marker sequence in llCri 16 cells. From left to right, the shaded bars represent Ad(5gal: 
Fab; FGF2Fab. 30x; FGF2Fab. 3x; 1 lA8Fab, 30x: and 1 lASFab. 3x. Molar excess of 
Ligand-Fab:Knob Monomer is indicated in the latter four categories. On the vertical 
axis. mU pgal/mg protein is indicated. (Conditions: 25K; 72 hr; 300 MOI.) 
,Q pigure 21 illustrates the increased survival time seen in an in vivo murine 

tumor model when an Ad vector re-targeted with FGF2 and delivering an intrabody 
payload is administered to SK0V3 tumor-bearing mice. Percent survival is plotted on 
the vertical axis; post-implantaiion survival fm days) is plotted on the horizontal axis. 
Closed circles represent mice receiving cxcipient alone (control); closed triangles 
1 5 represent mice receiving non-retargeted Ad delivering 1 Ier-2/neu intrabody; and closed 
squares represent mice receiving FGF2-retargetcd Ad delivering Her-2/neu intrabody. 
As indicated. N=10; the dose administered was 1x10" ADV or FGF-2 ADV. 

DETAILED DESCRIPTION OF THE INVENTION 

Many of the findings and results disclosed herein are quite unexpected. 
20 For example, we have found that FGF retargeting of an adenovirus - i.e.. altering the 
tropism of an adenovirus using a fibroblast growth factor - significantly enhances 
targeting efficiency and nuclear trafficking of the Ad vector well above that seen when 
the vector retains its native Ad tropism. In addition, we observed that FGF retargeting 
increases the mfectability of adenovirus in various cells - e.g.. cells expressing Kaposi's 
25 sarcoma - compared to the use of native .\d tropism alone. Interestingly, we found this 
to be true even in those cell lines that were resistant to Ad infection. 

Third, we found that the use of FGF retargeted vectors enhances potency: 
FGF-retargeted vectors deliver and promote the expression of a therapeutic gene to more 
target cells and in each cell so targeted. Fourth, the vectors of the present invention are 
30 significantly less toxic to the liver and are less immunogenic than are other Ad vectors. 
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Finally, wc observed that retargeting the viral vector retargeted with FGF induces 
cytotoxicity to specific cell types when therapeutic gene sequences (c- cytotoxic 
sequences, such as HSV-tk) are delivered; FGF retargeted vectors arc thus able to 
transduce cells which arc normally in.sensitive to Ad infection. 

I hus. the FGF-retargeted vectors and related compositions and methods 
of the present invention are unexpectedly and significantly superior to other gene therapy 
vectors, particularly viral vectors. And while the retargeting of Ad vectors has been 
described herein as exemplary, it should be appreciated that other viral and non-viral 
vectors may benefit from the retargeting strategies disclosed herein. 

Therefore, the present invention makes it feasible to engineer and produce 
novel constructs and vectors that arc able to package and deliver effective amounts of 
therapeutic agents or nucleic acid sequences encoding same for efficacious u.se in a 
variety of therapeutic applications, without endangering the subject to whom they are 
administered. 



Prior to setting forth the invention, it will be helpful to an understanding 
thereof to define certain terms used herein. The "amino acids." which occur in the 
various amino acid sequences appearing herein, arc identified according to their well 
20 known three letter or one letter abbreviations. The nucleotides, which occur in the 

various DNA fragments, are designated with the standard single letter designations used 
routinely in the art. 

As used herein, to "bind to a receptor" refers to the ability of a ligand to 
specifically recognize and detectably bind to a receptor, as assayed by standard, e.g.. 
25 in vitro, assays. 

As used herein, a "conjugate" refers two or more molecules that arc linked 
together. The molecules may be conjugated directly or through a linker, such as a 
peptide, or they may be held together via ionic or other intermolecular forces. A 
conjugate may be produced by chemical coupling methods or by recombinant expression 
30 of chimeric DNA molecules to produce fusion proteins. 
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A "cytocidc-encoding agent" is a nucleic acid molecule that encodes a 
product that results in cell death and generally acts by inhibiting protein synthesis. Such 
a product may act by cleaving rRNA or ribonucleoprotein. inhibiting an elongation 
factor, cleaving mRNA. or other mechanism that reduces protein synthesis to a level such 
5 that the cell cannot survive. The product may be a protein, ribozymc. anliscnse. and the 
like. The nucleic acid molecule may contain additional elements besides the cytocide 
gene. Such elements include a promoter, enhancer, splice site, transcription terminator. 
poly( A) signal sequence, bacterial or mammalian origin of replication, selection marker, 
and the hke. 

10 "lleparin-binding growth factor" refers to any member of a family of 

hcparm-binding growth factor proteins, in which at least one member of the family binds 
heparin. Preferred growth tactors in this regard include fibroblast growth laclor (FGF). 
vascular endothelial growth factor (VEGF). and heparin binding HGF-likc factor 
(HBEGP). Such growth factors encompass isoforms. peptide fragments derived from a' 

15 family member, splice variants, and single or multiple exons. some forms of which may 
not bind heparin. 

"Nucleic acid binding domain" (NABD) refers to a molecule, usually a 
protein, or peptide (but may also be a polycation) that binds nucleic acids, such as DNA 
or RNA. An NABD may bind to single or double strands of RNA or DNA or mixed 
20 RNA/DNA hybrids. The nucleic acid binding domain may bind to a specific sequence or 
bind irrespective of the sequence. 

As used herein, "nucleic acid" refers to RNA or DNA that is intended for 
internalization into a cell and includes, but is not limited to. DNA encoding a therapeutic 
protein, a cytotoxic protein, a prodrug, a ribozymc. a deoxyribo/.yme. or antisense. the 
25 complement of these NAs. an antisense nucleic acid, and other such molecules. 
Reference to nucleic acids includes duplex DNA. single-stranded DNA. RNA in any 
form, including triplex, duplex or single-stranded RNA. anti-sense RNA. 
polynucleotides, oligonucleotides, single nucleotides, chimeras, and derivatives thereof 
Nucleic acids may be composed of the well-known deoxyribonucleotides and 
30 ribonucleotides {i.e.. the bases adenosine, cylosine, guanine, thymidine, and uridine). As 
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well, various other nucleotide derivatives, non-phosphate backbones or phosphate- 
derived backbones may be used. I'or example, because normal phosphodiester 
oligonucleotides (referred to as PO oligonucleotides) are sensitive to DNA- and RNA- 
specific nucleases, oligonucleotides resistant to cleavage, such as those in which the 
5 phosphate group has been altered to a phosphotriesicr, methylphosphonate, or 
phosphorothioate may be used (see U.S. Patent No. 5,218.088). 

As used herein, ""receptor-binding internalized ligand" or ""ligand" refers 
to any peptide, polypeptide, protein or non-protein, such as a pcptidoinimetic. that is 
capable of binding to a cell-surface molecule and internalization. Within the context of 
10 this invention, the receptor-binding internalized ligand is conjugated to a nucleic acid 
binding domain, either as a fusion protein or through chemical conjugation, and is u.sed 
to deliver a neuronal therapeutic-encoding agent to a cell. In one aspect, the liuand is 
directly conjugated to a nucleic acid molecule, which may be further complexed with a 
nucleic acid binding domain. Such ligands include growth factors, cytokines, antibodies. 
1 5 hormones, and the like. 

As used herein, a '"targeted agent" is a chemical agent that is usually a 
nucleic acid molecule, but that may also be a protein, a carbohydrate, a lipid or any other 
class of chemical agent that is internally delivered to a cell by a receptor-binding 
internalized ligand, and upon internalization alters or affects cellular metabolism, growth. 
20 activity, viability or other property or characteristic of the cell. 

As used herein, a '"therapeutic nucleic acid"" describes any nucleic acid 
molecule used in the context of the invention that effects a treatment, generally by 
modifying gene transcription or translation. It includes, but is not limited to. the 
following types of nucleic acids: nucleic acids encoding a protein, antisense RNA, DNA 
25 intended to form triple.v molecules, protein binding nucleic acids, and small nucleotide 
molecules. A therapeutic nucleic acid may be used to effect genetic therapy by serving 
as a replacement for a defective gene, or by encoding a therapeutic product, such as a 
tumor-suppressing agent, prodrug, proliferation enhancer, or cytocide, to name a few 
examples. 1 he therapeutic nucleic acid may contain all or a portion of a gene and may 
30 function by recombining with DNA already present in a cell, thereby replacing or 
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complementing a defective portion of a gene. It may also encode a portion of a protein 
and exert its effect by virtue of co-supprcssion of a gene product. 

As used herein, "operative linkage" or operative association of two 
nucleotide sequences refers to the functional relationship between such sequences. 

3 Nucleotide sequences include, but are not limited to. DNA encoding a product, DNA 
encoding a signal sequence, promoters, enhancers, transcriptional and translational stop 
sites, and polyadenylaiion signals. For example, operative linkage of DNA encoding a 
therapeutic gene product to a promoter refers to the physical and functional relationship 
between the DNA and the promoter such that transcription, of the DNA is initiated from 

10 the promoter by an RNA polymerase that specifically recognizes, binds ux and 
transcribes the DNA. 

As used herein, the phrase "polypeptide reactive with an FGF receptor" 
refers to any polypeptide that spccirically interacts with an FGF receptor (e.g. the high 
affmity FGF receptor), and is transported into the cell by virtue of its interaction with the 

1 5 FGF receptor. 

As used herein, a "prodrug" is a compound that metabolizes or othcrwi.se 
converts an inactive, nontoxic compound to a biologically, pharmaceutically. 
therapeutically, or toxic active form of the compound. A prodrug may also be a 
pharmaceutically inactive compound that is modified upon administration to yield an 

20 active compound through metabolic or other processes. By virtue of knowledge of 
pharmacodynamic processes and drug metabolism in vivo, once a pharmaceutically 
active compound is known inactive forms of the compound may be synthesized or 
isolated (see. e.g.. Nogrady. Medicinal Chemistry A Biochemical Approach. Oxford 
University Press. New York, pages 388-392, 1985). 

25 As used herein, "receptor-binding internalized ligand" or "ligand" refers to 

any peptide, polypeptide, protein or non-protein, .such as a peptidomimetic. that is 
capable of binding to a cell-surface molecule and internalizing. Within the context of 
this invention, the receptor-binding internalized ligand may be conjugated to a viral 
capsid protein, either as a fusion protein or through chemical conjugation, either directly 

30 or indirectly (e.g. via a bispecific antibody). 'By way of further example, the ligand may 
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be conjugated to the antibody or Fragment thereof as a fusion, e.g., a fusion-sFv 
Kcceptor-binding internah/.ed iigand.s may thus be u.sed to deliver therapeutie product- 
encoding agents to cells. Such ligands include growth factors, cytokines, antibodies, 
hormones, and the like. 

5 A '-wound site" as used herein is defined as any location in the host that 

arises from traumatic ti.ssue injury, or alternatively, from tissue damage either induced 
by. or resulimg from, surgical procedures. 

B. Viral Vectors With Altered Tropism 

1 0 Viru.scs - particularly adenoviruses - have not often been considered to be 

ideal candidates for clinically-useful vectors, as their nati\c tropism causes them to be 
quite infective, as well as highly immunogenic and toxic. These principal difficulties, as 
well as others which relate to the vims" native tropism. have been encountered bv others 
of skill in the an - and those difficulties have not been successfully overcome. 

15 For example, the native forms of most (if not all) viral and retroviral 

vectors - that is. vectors possessing their native tropism - are unable to efficiently target 
potential host cells. This low targeting efficiency may be due to the failure of cells to 
express the appropriate receptors or to express sufficient quantities of those receptors. In 
many instances, failure of the vector to escape the endosome to reach the nucleus is a 

20 relevant factor, as well. 

Merely altering the tropism of a vector, without more, may not be 
sufficient to overcome the foregoing problems, however. For example. Douglas et al. 
described a method for ablating native Ad tropism while conferring new tropism through 
the u.se of an anti-knob antibody which was conjugated to folic acid for targeting Ad to 

25 folate receptor-positive cells (Douglas ct al.. Nature Biolech. /-/: 1574-1 578 (1996)). 
While the tropism-modified Ad was able to transduce folate receptor-positive cells //; 
viir(\ the targeting efficiency was not as remarkable as that seen using the constructs and 
methods disclosed herein. Furthermore, delivery of the viral ''payload'" to the nucleus 
was not optimal. 
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I hereforc. it is one goal of the present invention to design and construct 
viral constructs that have their native tropism modified (altered) or ablated (blocked). A 
further goal comprises modification of the virus in some fashion - e. ,<,'.. genetically or 
immunologically - to provide the virus with a new target. For example, preferred viral 

5 constructs of the present invention possess the ability to target particular cell types. 

Thus, as used herein, the term "tropism" refers to the movement or 
tarueting of a viral vector (including viruses and viral particles) toward a receptor. 
Consistent with the foregoing, if a viral vector is displaying its native tropism. it is 
targeting its cognate receptor. 

10 In the context of adenovirus (Ad), it tends to bind to iniegrin receptors, 

which is believed to be required for subsequent internalization of adenovirus into the host 
cell. Adenoviruses attach lo host-cell receptors via the pcnton fiber glycoprotein and 
enter cells through the process of receptor-mediated endocytosis mediated by the penton 
base. Ad apparently utilizes separate proteins for attachment and entry in a manner 

1 5 similar to enveloped human viruses. 

The terms ■"retargeted." ' rcprogrammed." ■"tropism-modified." or "altered 
tropism."" particularly as applied to viruses and viral vectors, are often used 
interchangeably herein and are meant to identify viral vectors whose endogenous (or 
native) tropism has been ablated or modified. In one variation, the native tropism of the 

20 viral vector is either unchanged, or it is modified, or even ablated: but the viral vector 
also includes a ligand which conveys an altered (i.e. non-native) tropism. As noted, such 
a modification may be partial - i.e.. the viral vector retains at least a portion of its native 
tropism - or it may be complete, whereby the native tropism of the viral vector is 
completely ablated. 

25 The terms "tropism-modified,"' "altered tropism." and "rcprogrammed."" as 

applied to viruses and viral vectors, also encompass viruses and vectors whose native 
tropism has been altered in some way (e.g.. partially modified, or fully ablated) but 
which may not include a ligand which confers a new tropism to the vector. And while 
the tenn "retargeted" is occasionally used to describe such vectors, it is more 

30 appropriately used to describe vectors that do include a ligand which confers a new 
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tropism to the vector. One should readily be nble to discern from the context of the 
description herein which variation is being described at any given point in the 
specification. 

5 1 . Alterinti Viral Tropism 

The development of viral vectors targeted to specific cell types will 
enhance their clinical application in the field of human gene therapy. To this end, several 
studies have focused on altering adenovirus (Ad) tropism to direct the virus to cellular 
receptors other than the native cellular receptor by either expanding or limiting tropism. 
10 I he former concept has been investigated in order to promote gene transfer in cells that 
arc otherwise refractory towards Ad infection, while the latter approach targets .Ad 
vectors to specific cell types and limit gene transfer in non-target tissues. (See. e.g.. 
Wickham et al., Nature Biotech. 77:1570-1573 (1996); Wickham et al.. ./ Virol. 
7^^:6831-68.38 (1996).) 

15 While such studies employ different approaches for expanding Ad 

tropism. they do not address the issue of whether it may be appropriate to modifv native 
Ad tropism or to completely ablate native Ad tropism. which may well be necessary for 
effective clinical use in the context of cancer gene therapy, for example. The present 
invention further addresses the contexts in which one may wish to re-target an Ad vector 

20 without altering its native tropism at all: when one may wish to modify Ad tropism by re- 
targeting it and by diminishing its native tropism: and when one may wish to re-target 
Ad and completely ablate its native tropism. 

We have discovered novel ligands that possess a remarkable and unrivaled 
ability to target specific cell types. Even more surprisingly, these same ligands are 

25 consi.stently trafficked to the cell nucleus in significant quantity. As a result, these 
ligands are particularly desirable for use in the targeting and delivery of a wide variety of 
"payloads" su.h as therapeutic nucleotide sequences encoding therapeutic gene products, 
and other molecules and agents that may impact nuclear and cellular functions. 

For example, the use of FGF ligands and related moieties as efficient 

30 targeting and delivery agents is disclosed herein. When such ligands are linked in some 
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fash.on to a viral vector whose nat.vc trop.sm has been blocked or othervv.se ablated. 
taruet.ng efficiency increases dramatically, as does trafficKing of the ligand (and 
anything conjugated or otherwise linked thereto) to the nucleus. Since FGF ligands are 
associated with a wide variety of diseases and as the.r cognate receptors are expressed on 
5 a variety of cell types, such ligands are .deal tor use .n the delivery of toxins v/.-o and 
in vivo. 

Moreover, when FGF l.gands are used in conjunction with viral vectors - 
, . to confer a new trop.sn. on such vectors - they are ideal for use .n the delivery of 
therapeut.c nucleot.de sequences, as well. When a viral vector possesses the ab.l.ty to 
,0 eftk.entlv deliver ge..etic niaterial in vi,ro a..d vivo - and Ad vecto.s are one such 
example - the comb.nation of FGF-related ligands a.ul viral vectors with modified 
tropisni is a powerful combination indeed. 

As described in greater detail below, .t has now been observed that Ad- 
mediated eenc transfer using a conjugate .nclud.ng an FGF-related l.gand .s greater than 
15 the level of ^ene transfer when Ad alone is used. Other conjugates - e.g. the Fab-lolate 
conjugate of Dottglas. et al. ( Id. . 1996) have not been able to facilitate Ad-med.ated 
.cne transfer as effic.ently as conjugates .nclud.ng FGF-related l.gands. Indeed, many 
such conjugates (including the Fab-folate conjugate) are not even able to reach . level 

achieved with Ad alone. 
,0 lrrespecl,vc of ihe cxpi.naa.ion for .he remarkable abili.y of FGF-rela.ed 

ligand. ,0 achieve ex.remely efficien. .arge.ing and delivery ,n.o spec.nc eells. 
expl„i.a.ion of .his abili.y leads .„ ,he developmc,,, of viral vce.ors wi.h new ,rop,sn,s 
and enhanced gene-delivery polemial. 

25 7. Fvem plarv Vims- Adenovirus 

Since i.s discovery in 1953. Ihe adenovirus has served as a model for 
molecular biolo.v and cell ,ransforma.,on. The penragonal capsomere (,he pen.on, a, .he 
ver.ex of .he adenovirus icosahedron eo„s.s,s of a f.ber projecion. linked by noncovalen. 
bonds .0 .he pemon base, anchored in .he caps.d. (.5ee. e.g . Novelli and Boulanger. 
30 Virol.., m-365-mimn Ncrmu,. ,n n,e AJ..,..in.s... Ginsberg, ed,. Pic„.„„. NY. 
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pp. 5-34 f 1984): and Pcttersson. ,n The Acienor.ruses. Ginsberg, ed.. Plenum. NY. pp 
205-207(1984).) 

Adenoviruses are noncnvcloped, regular icosahcdrons (20 triangular 
surfaces and 12 vertices) that are about 65-80 nm in d.ameter (about 1400 angstroms 
: (A)). A .structure, called fiber, projects from each of the vertices. The length of the fiber 
varies with the adenovirus serotype. The protein coat or capsid is composed of 252 
subunits (capsomeres). of which 240 are hexons and 1 2 are pentons. Each of the pentons 
contains a penlon ba.se on the surface of the capsid and a fiber projectrng from the base, 
which is surrounded by five he.xons. The name penton is derived fron. these geometric 
relationships. 

With regard to v,non capsid polypeptides, most of the detailed structural 
studies of adenovirus polypeptides have been performed tor Ad types 2 and 5. Manv of 
the tropism-modified vectors disclosed herein are thus derived from the ■•better- 
characterized-' Ad serotypes such as Ad 2. Ad 5. and Ad 2 1 . 1 lowever. due to the relative 
similaray and homology among the various human Ad serotypes. Ad vectors denvcd 
from any of the serotypes presently identified may be mod.fied as disclosed herein. 
Human adenovirus serotypes from type 1 through 47 are currently available from the 
American Type Culture Collection (ATCC). Rockville. .MD and may thus be able to 
function effectively as vectors, particularly when modified according to the withm- 
disclosed invention. 

It should be understood that viral vectors of the present mvention may be 
constructed using any appropriate and useful viral serotype. The invenuon is thus not 
hmited to a particular serotype or serotypes. 

All human adenoviruses examined to date encode a single fiber protein 
with the exception of Ad40 and Ad4l. which encode two fiber proteins and incorporate 
both polypeptides into their virions. Smce the fiber interacts with a cellular receptor 
protein, these viruses might recogn.ze two independent receptors. Fiber plays a crucial 
role in adenovirus infection by attaching the virus to a specific receptor on the cell 
surface. 
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Adenovirus 2 (Ad2) DNA was the first adenovirus genome to be 
completely sequenced; its sequence includes a total of 35.937 bp. The sequence of Ad5 
DNA was completed more recently: its sequence includes a total of 35,935 bp. Portions 
of many other adenovirus genomes have also been sequenced. It is presently understood 
5 that the upper packaging limit for adenovirus virions is about 105% of the wild-type 
genome length. {See. e.g.. Bett et al. ,/ Virol. 67(!()):59\\-2\ (1993).) Thus, for Ad2 
and Ad5. this would be an upper packaging limit of about 38kb of DNA. 

While some prefer lo use replication-defective Ad viral vectors for fear 
that replication-competent vectors raise safety issues, the viral vectors of the present 
10 invention may retain their ability to express the genome packaged within {i.e.. they may 
retain their infcctivity ). but they do not act as infectious agents to the extent that they 
cause disease in the subjects to whom they are administered for therapeutic purposes, 

The Ad-dcrived viral vectors disclosed herein may be used to target and 
deliver genes into specific cells by incorporating the attachment sequence for other 
15 receptors (such as FGF) onto the fiber protein by recombinant DNA techniques or by 
immunological means, thus producing chimeric molecules or conjugates. This should 
result in the ability lo target and deliver genes into a wide range of cell types with the 
advantage of evading recognition by the host's immune system. The within-disclo.sed 
targeting and delivery systems are also much more efficient at targeting and delivery than 
20 are viral vectors utilizing their native iropism. as will be further illustrated below. Thus, 
the within-di.sclosed delivery systems and constructs provide for increased llexibility in 
gene design to enable stable integration of molecules of choice into proliferating and 
nonproliferating cell types. 

For example, published International App. No. W095/26412. U.S. Patent 
25 No. 5.543.328, and Krasnykh et al. (/ Virol. 70:6839-46 (1996)), the disclosures of 
which are incorporated by reference herein, describe modifications that may be made to 
the adenovirus fiber protein. Such modifications are useful in altering the targeting 
mechanism and specificity of adenovirus and could readily be utilized in conjunction 
with the constructs of the present invention to target the novel viral vectors disclosed 
30 herein to different receptors and different cells. Moreover, modifications to fiber protein 
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which alter its tropism may permit greater control over the localization of viral vectors in 
therapeutic applications. 

Similarly- incorporation of various structural proteins into cell lines of the 
present invention, whether or not those proteins are modified, is also contemplated by the 
5 present invention. Thus, for example, modified penton ba.se polypeptides such as those 
described in Wickham et al. (./. Virol. 7^^:6831-8 (1996)) may have therapeutic utility 
when used according to the within-disclosed methods. 

C- Immunoloizical Modification of Viral Tropism 

If) One useful method ol' modifying viral tropism utilizes immunological 

constructs. In various disclosed embodiments, it is preferred to modify the virus" native 
tropism and to re-target the viral vector by linking it to a ligand - especially a receptor- 
binding, internalizing ligand. In other embodiments, it is preferable to completely ablate 
the native tropism of the virus and to replace it with an entirely new tropism. Any degree 
15 of modification of a virus" native tropism - Irom partial modification through and 
including complete ablation - may readily be accomplished using immunological means, 
as described herein. 

For example, one means of immunologically modifying a viral vector is 
via the construction of a bispecific antibody that binds to a viral capsid protein on one 
20 "end'" and binds to a targeting moiety (ligand) on the other. In this way. a viral vector 
may be re-targeted via the targeting ligand. If the capsid protein to which one portion of 
the antibody is bound happens to be the protein via which the virus typically binds and/or 
enters cells, then the virus' native tropism is affected as well. 

Other immunological means are al.so available. Construction of fusion 
25 proteins - e.g.. ligand-sFv fusions - is another method of immunologically modifying a 
viral vector. Similar to the foregoing example, the ligand portion of the fusion confers a 
novel tropism upon the vector, while the antibody portion links the ligand to the vector. 
As before, depending upon the function of the viral capsid protein to which the antibody 
portion binds, attachment of the antibody may also interfere with or ablate the virus" 
30 native tropism. 
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Further, while these methodologies are rather less efficient, one may 
readily generate multiple antibodies or fragments thereof- e.g. antibodies that modity or 
ablate the virus" native tropism. but which do not bind a ligand for retargeting purposes, 
and antibodies that bind a retargeting ligand and attach it to the viral capsid. One may 

5 also generate anti-idiotype antibodies for similar purposes - i.e.. to link new ligands to 
viral vectors and/or to modify the virus" native tropism. 

As one may imagine, however, when one is contemplating using the viral 
vectors for gene targeting and delivery purposes, the less "bulky" the construct is. the 
more readily it may be delivered to and mto a cell. Thus, constructs using antibody 

10 fragments which function to link a targetmg ligand lo the viral capsid and whicii 
simultaneously modify the virus" native tropism are more ideal for use in gene therapy 
applications. 

1. Anti- Viral Antibody Coniuuated to Liuand 
1 5 As discussed herein, growth factor receptor-binding ligands - particularly 

polypeptides reactive with an FGF receptor - are particularly useful re-targeting agents. 

Although any antibody that neutralizes or blocks a virus from targeting 
and binding a cell using its native tropism is contemplated herein, adenoviral anti-knob 
antibodies and fragments thereof are described herein as exemplary. Methods of 
20 preparing and using anti-knob amibodies and immunologically active fragments thereof 
are further described in the Examples that follow. Similarly, methods of preparing and 
using antibody-ligand conjugates are also described. 

Other methods of preparing anti-viral antibodies - and the antibodies so 
prepared - are available and are useful according to the within-disclosed methods, as 
25 well. For example. U.S. Patent No. 5.521.291 (the disclosures of which are incorporated 
by reference herein) describes a method of preparing a chimeric adenovirus having a 
heterologous epitope exposed in the exterior domain of its hexon protein. Depending on 
the method used, the degree of modification of native viral tropism - which may range 
from no alteration all the w-ay to complete ablation - may be adjusted as disclosed 
30 herein. 
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As discussed previously, adenoviral vectors possess the in vivo gene 
transfer characteristics consistent with the within-disclosed targeting and delivery 
applications that arc critical to effective gene therapy. Following administration of the 
adenovirus vector, three distinct, sequential steps are generally understood to be required 
5 for expression of the therapeutic gene in target cells: (1 ) attachment of the adenovirus 
vector to specific receptors on the surface of the target cell; (2) internalization of the 
virus: and (3) transfer of the gene to the nucleus where it can be expressed. Thus, any 
attempt to modify the tropism of an adenovirus vector preferably preserves the vector's 
ability to perform these three functions efficiently. An understanding of the adenovirus 
10 cntr> pathway should also facilitate attempts to modify the tropism of adenoviral vectors 
to permit the targeting of specific cell types. 

For example, if the therapeutic goal is the modification of Ad tropism for 
tumor cell-specific targeting, two linked requirements arc involved. First, in order to 
restrict gene transfer exclusively to tumor targets ablation of endogenous viral tropism is 
15 preferably achieved. Second, a new binding specificity must be introduced into the 
adenoviral fiber protein to allow recognition of cell surlace markers characterizmg 
neoplastic cells. Ablation of endogenous adenoviral tropism with a neutralizing anti- 
knob monoclonal antibody (iMab). thereby allowing the introduction of novel tropism by 
conjugating a cell-specific ligand to this Mab. is further discussed in Example 1 below. 

20 

2- Bi-specific Antibodies 
a. Background 

In addition to the foregoing methodologies, it is also possible to ablate 
endogenous adenoviral tropism by generating a bi-specific antibody that recognizes an 
25 Ad capsid protein (e.g. knob protein) as well as the target cell-.specific receptor. 
Polypeptides reactive with an FGF receptor are exemplary targeting iigands which are 
useful in this regard, as discussed in greater detail below. 

Our previous work with fused cDNAs encoding FGF2 and cytotoxins 
established that FGF2 can serve as a vehicle to introduce DNA into cells with specificity. 
30 Ba.scd on those studies. FGF2-anti-knob Fab complexes have now been exploited for 
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their ability to specifically target the within-disclosed adenoviral vectors to FGF 
receptor-hearing cells (.sec the Examples below). 

Recombinant adenoviral vectors have the ability to elTicicntly transfer 
genes to a wide range of cell types in vino and in vivo. Because of this, adenoviral 
5 vectors have been used in a number of different gene therapy approaches. However, 
adenovirus lacks the ability to accomplish cell-specific targeted gene delivery because 
the tropism of the parent adenovirus is quite broad, permitting widespread transduction 
of various end organs after systemic in vivo delivery. This broad tropism is based upon 
the fact that the cellular binding reccpior for adenovirus is ubiquitously expressed. It is 

10 this properly of the adenovirus which undermines the potential utility of adenoviral 
vectors as a candidate system for accomplishing the specific transduction of disseminated 
tumor cells. I he lack of tumor-specific targeting of adenoviral vectors would allow 
ectopic expression of the delivered anti-cancer gene construct. Thus, despite the capacity 
of the adenoviral vector to accomplish high efficiency in vivo gene delivery via the 

15 va.scular route, a means must be developed to redirect its tropism specifically to tumor 
targets. This will require both the ablation of the endogenous viral tropism and the 
introduction of novel tropism. 

Based on the above considerations, we hypothesize that modifications of. 
adenoviral tropism can accomplish tumor cell-specific transduction. 

20 A number of studies have shown that retroviral cell-binding activity or 

tropism can be altered by modifications of the viral envelope glycoprotein which 
interacts with specific receptors on the cell surface. One approach has involved the 
construction of '■pseudotypes," in which the retroviral genome is coated by the envelope 
protein of another virus (sec. e.-. Weiss et al.. Virology 76: 808-25 (1977)). The host 

25 range of the pseudotyped particle is thus dictated by the virus providing the envelope 
protein. 

b. Constmcnon of the Bi functional scFv-F GF2 Fusion Protein 
The neutralizing anti-knob mAb. 1D6.14. was generated as described by 
30 Douglas et al . {Id. (1996)). The procedure may be described essentially as follows. Fab 
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fragmciils of the inAb are also prepared for use in various constructs, as described herein. 
In addition to its use in the construction of fusion proteins, the mAb and fragments 
thereof are used to prepare FGF-Fab constructs as well (see Example 1. Section A. 4 
below). 

5 To develop a neutralizing anti-knob mAb. hybridomas were generated by 

standard techniques after immunization of mice with intact Ad5 followed by two rounds 
of immunization with purillcd recombinant Ad5 knob. BABI./c mice were immunized 
with Ad5. followed by two rounds of immunization with recombinant Ad5 knob, a cift 
from R. D. Gerard (Univ. of Texas). (Also see Henry el al.. ./. i''irol. 6<^^:5239-5246 
10 (1994).) Sensitized lymphocytes were fused with P3-.X63-/-\g8. 653 cells. The reactivity 
of the hybridoma supernatanis with trimeric Ad5 knob was determined in an ELISA. 
'I he ability of the hybridoma supernatants to neutralize Ad5 infection was assayed by 
endpoint CPH. 

On the basis of its high affinity binding to recombinant Ad5 knob and its 
15 abihly to neutralize Ad5 infection of HeLa cells, one clone, designated 1D6.14. was 
chosen for further .study. The selected mAb was purified from ascites fluid by affmitv 
chromatography using an immobilized protein A column. 

Fab fragments were prepared and purified alter digestion of intact 1D6.14 
with papain. Both the parent antibody and the Fab fragment were capable of neutralizing 
20 adenovirus infection in a dose-dependent manner. (Douglas et al.. hi. (1996)). 

To generate the single chain ScFv. mRNA is isolated from the hybridoma 
and the ScFv was generated by splice site overlap extension PGR using standard 
tecliniqucs (iMiiler. R. et al. manuscript in preparation). This anti-knob scFv 01 D6 will 
be employed to generate the bispccific retargeting fusion protein. This is accomplished 
25 by genetic insertion of the FGF2 ligand by PGR ba.sed cloning into the 01 D6 pCT25 E. 
coli expression vector. Gonvenient restriction sites. Nco and Nhe 1 . were added to the 5" 
and 3" respectively forea.se of cloning. 

The amplified heavy and light chain product was cloned into the pET25 
expression vector (Novagen. Milwaukee. Wl). The expression vector. pE'1'25. contains 
30 the promoter for T7 RNA polymerase, lac operator. pelB leader sequence, the Nco I 
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restriction site in frame with pelB. the HSVTag sequence and a His Tag sequence. The 
FGF2 is expressed as both N-tcrminal and C-terminal fusion protein. 

In addition, flexible linkers may be added between the scFv and FGF2 to 
help favor proper protein folding. One strategy to clone the FGF2 downstream of the 
5 scFv is described below. To clone the ScFv-FGF2 fusion protein, the slop codon is 
removed in the ScFv and human FGF2 is cloned downstream and in-frame with the 
ScFv. Oligos that may be used to remove the stop codon and add a restriction site in the 
ScFv include (5"-3'): 

1 0 A 1 (sense): AXT.A TAGA.MTCTG fGACTACTG AGGACACAGCCAC and 

A2(anlisen.se); ATATACATATGTTTTTTCAGCTCCAGCTTGGTCCC. 

PGR amplification using these primers results in a 465 bp fragment. The 
PGR product has Eco R.1 and Nde 1 sites a the 5' and 3" ends. The amplified fragment is 

15 preferably digested with Eco Rl and Nde 1. isolated by gel electrophoresis and purified 
using GENECLEAN (Bio 101, Vistci, CA). FGF2 is obtained by digestion with 
restriction enzymes Nde 1 and Bam 111 from the pET 11a FGF2 expression vector 
(previously generated at PRIZM. San Diego. CA). 

The remaining section of the ScFv is isolated by digestion of the pET25 

20 ScFv with Nco 1 and Eco Rl. The digested fragment is isolated by agarose gel and 
purified using GENECLEAN. The purified fragments are ligated together with Nco 1 
Bam HI digested pET25 in a 4-way ligation. The ligation may be transformed in to 
Novablue (Novagen) and clones evaluated for insertion of the fragments and further 
analyzed for correct restriction map. Glycerol stocks of clones with the correct 

25 restriction map are also preferabl) generated. DNA is purified and sequenced for 
verification. 

c. Expression, purification and evaluation of ScFv-FGF2 fusion 
protein 

30 Competent bacterial cells, BL21(DE3). are transformed with the pET25 

pclB ScFv-FGF2 and pET25 pelB ScFv constructs. For expression, the plasmid 
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transformed host cells are grown at 25-30°C to aii OD600 of 0.7 and induced with IPTG. 
The culture is harvested 3-4 hours after induction. The suspension i.s centrifuged: the 
supernatant clarified and assayed for either ScFv-FGF2 or ScFv protein by ELISA. The 
ScFv and ScFv-FGF2 fusion protein can be recognized by antiserum to both the heavy 
5 and light chains as well as to FGF2. A sample of the pellet and the supernatant is 
analyzed by SDS-PAGE and Western analysis using antibodies to FGF2 and heavy and 
light chains to determine the percentage of fusion protein within each fraction. If the 
fusion protein fractionates to the pellet then a refolding method such as lysis in 6 M 
guanidinc solution and gradual dialysis into non-denaturing buffer is attempted. 

10 Alternatively, the periplasmic proteins can be isolated by osmotic shock and assayed for 
fusion protein. Purification is accomplished by either heparin chromalography or via the 
His Tag at the N-tcrininus of the fusion protein using metal chelate resin affinity 
chromatography. The puritled fusion protein is tested for binding activity by ELISA 
using cither FGF2 antibody coaled plates or heavy and light chain antibody coated plates 

15 and detected with alkaline phosphatase. We have initially designed this construct for 
expression in E. coli. However, if expression of the ScFv-FGF2 fusion protein is 
extremely low in bacteria, then the fusion protein can easily by excised with restriction 
enzymes and ligated into a mammalian e.xpression vector using the Vh leader sequence. 
To be useful in retargeting adenovirus, the recombinant fusion protein 

20 must bind both the adenovirus knob as well as the cognate receptor. Thus these proteins 
are analyzed for their knob binding capacity in an ELISA. 'I'o validate that they bind 
knob in its native trimeric form, each protein is used to probe boiled and unboiled 
recombinant Ad5 knob in an immunoblot. Finally, a neutralizing assay is performed 
using AdCMVLuc. To test the functionality of the receptor binding domain, binding and 

25 internalization assays are performed on receptor positive cells. The purified ScFv is 
tested for receptor binding in endothelial cells as outlined in the preliminary results. In 
addition, binding and internalization studies are completed for the fusion protein. Fhis is 
done by incubating receptor positive cells with ['"IJ radiolabeled scFv-FGF2 fusion 
protein at 4°C to prevent internalization. After removal of unbound protein, the amount 

30 of radioactivity in released and cell-associated fractions is determined in a scintillation 
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counier. Binding specificity is determined by including unlabeled fusion protein as a 
competitor. Internalization of the fusion proteins is determined by prcincubating 
receptor positive cells with labelled fusion protein at 4°C, washing cells to remove 
unbound labelled protein, wanning to 37°C for various time intervals to allow receptor 
5 internalization. Following 2M salt extraction to remove surface bound radiolabeled 
protein, cells are lyscd and radioactivity is determined in the cell lysate. This analysis 
will determine the capacity of the recombinant bispecific fusion protein to bind Ad5 
knob and FGF receptors in the context of a fusion protein, as well as ablate endogenous 
adenovirus tropism. These molecules are then evaluated for their ability to target 
1 0 adenoviral infection via the FGF receptor as described above. 

D. Genetic or Chemical Modification of Viral Protein 

Viral particles — t'.,<,'.. an adenovirus protein - may alternatively be 
modified at the molecular level. Thus, for example, a nucleotide sequence encoding a 
1 5 ligand molecule may be operatively linked for expression to a viral nucleotide sequence - 
- particularly to a sequence encoding a structural protein. 

'fhus. one may construct fusion proteins and other modifications of viral 
proteins. For example, the fiber protein of adenovirus may be modified via attachment 
of a heterologous nucleotide sequence to the C-terminus of the gene encoding adenoviral 
20 fiber protein. Alternatively, one or more heterologous sequences may be inserted at an 
internal site -- i.e., within the viral fiber protein sequence. 

Various methods of preparing such fusions are available in die art and are 
contemplated by the present invention. For example. U.S. Patent No. 5,543.328. the 
di.sclosures of which arc incorporated by reference herein, recites a method for removing 
25 all or a part of adenovirus fiber protein and replacing the removed portion with a ligand 
that is specific for a particular cellular receptor. 

Similarly. Michael et al. proposed the addition of a short peptide ligand to 
Ad fiber protein via placing a sequence encoding the terminal decapeptide of gastrin 
releasing peptide (GR.P) at the 3" end of the coding sequence of the Ad5 fiber gene. {Sec 
30 Gene Therapy 2:660-668 (1995). incorporated by reference herein.) Wickham et al. 



BNSOOCID: <WO_9«4O50aAlJ_> 



wo 98/40508 34 PCT/US98/04964 

attached a heparin-binding domain to the Ad5 Tiber protein and observed that the Ad 
vector displayed a new tropism. (See Nature Biotech. /V; 1570-1573 (19%). 
incorporated by reference herein.) Although the aforementioned constructs may be 
useful as disclosed herein, none of them produced the unexpected, dramatic increases in 
5 targeting efficiency and nuclear trafficking obtained vviih the constructs of the present 
invention. 

Finally, it should also be appreciated that viral proteins may be modified 
via means that arc not precisely ' immunologic"" or "genetic. " Modification of viral 
proteins via means other than those exemplified herein is fully within the scope of the 

10 present invention. For example, useful reprogrammcd vectors of the present invention 
may undergo chemical alteration of their native tropism. e.g.. via chemical inactivalion 
of the virus, and they may subsequently be "reactivated"' by another molecule or process 
designed to retarget the viral vector. 

Thus, heat inactivation is one method contemplated within the scope of 

15 chemical alterations which may be made to viral vectors of the present invention. 
Chemical alteration of the molecular moiety (e.g. fiber protein) in a manner that disrupts 
of ablates the vcctor"s endogenous tropism is also contemplated herein. Methods of 
altering viral proteins via chemical means are known to those of skill in the art and may 
readily be ascertained in the relevant literature. 

20 

E. Ligands 

As noted above, the present invention provides a variety of methods of 
"reprogramming"' the tropism of a virus (or viral vector), including methods utilizing 
ligands such as FGF proteins, polypeptides, analogs or mimics to assist in re-targeting 
25 the vector. While certain ligands are described as exemplary, it will be appreciated by 
those of skill in the art that a wide variety of molecules may appropriately be used as 
ligands according to the within-disclosed methodologies. The following lists — while not 
exhaustive — will provide one with a better understanding of the variety of ligands 
available for use to specifically target preselected cells and to direct the vector, conjugate 
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or complex with which ihe ligand is associated into the cell -- and ideally, inlo the 
nucleus. 

I. Proteins That Bind to Cells and Internalize 
5 The ligands may be produced by recombinant or other means in 

preparation for attachment to viral (e.g. adenoviral) proteins. The DNA sequences and 
methods to obtain the sequences of these ligands are well known, (see GenBank). Based 
on the DN.'\ sequences, the genes may be synthesized either synthetically (tor small 
proteins); amplified Irom cell genomic or cDNA. isolated from genomic or cDN.A 

10 libraries and the like. Restriction sites to facilitate cloning into the viral vector may be 
incorporated, such as in primers for amplification. 

Such molecules include, without limitation, proteins that bind cancer 
cells, endothelial cells. cardiova.scular cells, cells in the eye and the like. Such ligands 
include growth factors and cytokines. Many growth factors and families of growth 

15 factors share structural and functional features and may be used in the present invention.. 
Families of growth factors include fibroblast growth factors FGF-1 through FGF-I5, and 
vascular endothelial growth factor (VEGF). Other growth factors, such as FDGF 
(platelet-derived growth factor). TGF-a (transforming growth factor). TGF-|5, IIB-EGF. 
angiotensin, bombesis, erythropoietin, .stem cell factor. K-I-CSF, G-CSF. GM-CSF. and 

20 cndoelin also bind to specific identified receptors on cell surfaces and may be used in the 
present invention. Cytokines, including interleukins. CSFs (colony stimulating factors), 
and interferons, have specific receptors, and may be used as described herein. 

For c.vample. ligands and ligand/receptor pairs include 
urokinase/urokinase receptor (GenBank Accession Nos. X02760/X74309); a- 1.3 fucosyl 

25 transferase, al-antitrypsin/E-selectin (GenBank Accession Nos. M98825. 
D38257/M87862); P-selectin glycoprotein ligand, P-selcclin ligand/P-selectin (GenBank 
Accession Nos. U25955. U02297/L23088). VCAMl/VLA-4 (GenBank Accession Nos. 
X53051/X16983); C9 antigen (Blann et al.. Atherosclerosis I20:22\. 1996)/TGFP 
receptor: Fibronectin (GenBank Accession No. X02761); type I al - collagen (GenBank 

30 Accession No. Z74615). type 1 p2-collagen (GenBank Accession No. Z74616). 
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hyaluronic acid/CD44 (GenBank Accession No. M59040); CD40 ligand (GenBank 
Accession No. L07414)/CD40 (GenBank Accession No. M83.3I2): ELF-3. LnRTK-2 
ligands (GenBank Accession Nos. I.3736I. U09304) for elk-l (GenBank Accession No. 
iVI25269); VH-cadherin (GenBank Accession No. X79981); ligand for catenins; lCAM-3 
5 (GenBank Accession No. X69819) ligand for LF.A-i. and von Willebrand Factor 
(GenBank Accession No. X04385). fibrinogen and fibronectin (GenBank Accession No. 
X92461) ligands fora^.p, integrin (GenBank Accession Nos. U07375. L28832). 

Other ligands include CSF-1 (GenBank Accession Nos. Mil 038, 
M37435): GiVI-CSF (GenBank Accession No. X0302I); IFN-a (interferon) (GenBank 
10 Accession No. A02076: WO 8502862-A): IFN-y (GenBank Accession No. A02I 37: WO 
8502624-A); IL-l-a (inierleukin 1 alpha) (GenBank Accession No. X02531. Ml 5329); 
IL-l-p (intcrleukin 1 beta) (GenBank Accession No. X02532. iM15330. M15840); IL-1 
(GenBank Accession No. 1C02770. M54933. .M38756); lL-2 (GenBank Accession 
No. A 14844. A21785. X00695, X00200. X00201. X00202); IL-3 (GenBank Accession 
15 No. M14743. M20I37): IL-4 (GenBank Accession No. 1VI13982); lL-5 (GenBank 
Accession No. X04688, J03478); It. -6 (GenBank Accession No. Y00081, X04602. 
M54894. M38669, M14584): IL-7 (GenBank Accession No. .104156): IL-8 (GenBank 
Accession No. Zl 1686); ll.-lO (GenBank Accession No. X78437. M57627): IL-ll 
(GenBank Accession No. M57765 M37006); IL-1 3 (GenBank Accession No. X69079. 
20 U10307); TNF-a (Tumor necrosis factor) (GenBank Accession No. A2 1522): 'FNF-P 
(GenBank Accession No. D 126 14); urokinase/urokinase receptor (GenBank Accession 
Nos. X02760/X74309); a- 1.3 fiicosyl transferase, a 1 -antitrypsia/E-selcctin (GenBank 
Accession Nos. M98825. D38257/M87862): P-seleclin glycoprotein ligand. P-selectin 
ligand/P-.selectin (GenBank Accession Nos. U25955. U02297/ L01574): VCAMIA'LA- 
25 4 integrin receptor (GenBank Accession Nos. X5305I/X 16983 and LI 2002); E9 (Blann 
et al.. Atherosclerosis 720:221. 1996)/TGFp receptor; Fibronectin (GenBank Accession 
No. X02761); type 1"' collagen (GenBank Accession No. Z74615). type 1 p2-coliagen 
(GenBank Accession No. Z74616). hyaluronic acid/CD44 (GenBank Accession No. 
M59040); CD40 ligand (GenBank Accession No. L07414)/CD40 (GenBank Accession 
30 No. M83312); EFL-3. LERTK-2 ligands (GenBank Accession Nos. L37361. U09304) 



BNSOOCIR <WO_98<050aA1J_> 



wo 98/40508 



37 



PCT/US98/04964 



for elk- 1 (GcnBank Accession No. M25269): VH-cadhcrin (GenBank Accession No. 
X79981) ligand for catenins; lCAM-3 (GcnBank Accession No. X69819) ligand for 
LFA-1, and von Willebrand Factor (GenBank Accession No. X04385). fibrinogen and 
fibronectin (GenBank Accession No. X92461 ligands for aji-; inlegrin (GenBank 
5 Accession Nos. U07375. L28832) and GP30 ligand (S68256) for erbB2. 

Still other ligands include PDGF (GenBank Accession No. X03795. 
X02811), angiotensin (GenBank Accession No. K02215). and all RGD-containing 
peptides and proteins, such as ICAM-1 (GenBank Accession No. X06990) and VCAM-1 
(( onBank Accession No. X53051) that bind to integrin receptors. Other ligands include 

10 I'NFa (GenBank Accession No. A21522. X01394). IFN-y (GenBank Accession No. 
A1I033. Al 1034). IGF-I (GenBank Accession No. A291 17. X56773. S6184L X56774. 
S61860). lGF-11 (GenBank Acce.ssion No. A00738. X06159. Y00693). atrial naiurietic 
peptide (GenBank Accession No. X54669). endolhelin-1 (GenBank Accession No. 
Y00749). coagulation factor Xa (GenBank Accession No. L00395. L00396. L29433. 

15 N00045. Ml 4327). TGF-pi (GenBank Accession No. A23751). IL-la (GenBank 
Accession No. .X03833). IL-ip (GenBank Accession No. Ml 5330). and endoglin 
(GenBank .Accession No. X72012). 

a. Growth Factors 

20 I ) Fibroblast Growth Factors 

One family of growth factors that may be used within the context of the 
present invention is the Fibroblast growth factor (FGF) family. 'I hc members of the FGF 
family have a high degree of amino acid sequence similarities and common physical and 
biological properties, including the ability to bind to one or more FGF receptors. 

25 This family of proteins includes FGFs designated FGF-1 (acidic FGF 

(aFGF)). FGF-2 (basic FGF (bFGF)), FGF-3 (int-2) {see, e.g.. Moore et al.. EMBO .1. 
5:919-924. 1986). FGF-4 (hst-l/K-FGF) {see, e.g.. Sakamoto ct al.. Proc. Natl. Acad. 
Sci. USA 1836- 1840. 1986: U.S. Patent No. 5.126.323). FGF-5 {see. e.g.. U.S. Patent 
No. 5.155.217). FGF-6 (hst-2) {see. e.g, published European Application EP 0 488 196 

30 A2; Uda et al.. Oncogene ":303-309. 1992).' FGF-7 (keratinocyle growth factor) (KGF) 
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(see. e.o. Kinch et al.. Science 2-/i;752-755. 1985; Rubin et al., Froc. Nail. Acad Sci. 
USA A'/5:802-806. 1980; and International Application WO 90/0877!). FGF-8 (see. c.c;.. 
l anaka et a!., Proc Nail. Acad Sci. USA .S'5/:8528-8532. 1992); FGK-9 (.see. Miyamoto et 
al., Mol. Cell. Biol. /j:425 1 -4259, 1993): FGF-11 (WO 96/39507); FGF-13 (WO 
5 96/39508); FGF-14 (WO 96/39506); FGF-15 (WO 96/39509). Other polypeptides thai 
arc reactive with an FGF receptor, that is any polypeptide that specifically interacts vvith 
an FGF receptor, preferably the high alTinity FGF receptor, and is transported by way of 
endosomes into the cell by virtue of its interaction vvith the FGF receptor are suitable 
within the present invention. 

10 DNA cncodinsi FCiF peptides and/or the amino acid sequences of FGFs 

are well known. For example. DNA encoding human FGF- 1 (Ja\'e et al.. Science 
2jj:541-545. 1986: U.S. Patent No. 5.223.483). bovine FGF-2 (Abraham et al.. Science 
2ii;545-548. 1986: Fsch et al.. Proc. Nail. .Acad Sci. USA <V2:6507-65 1 1 . 1985: and 
U.S. Patent No. 4.956.455). human FGF-2 (Abraham et al.. EMBO.J. 5:2523-2528. 1986; 

15 U.S. Patent No. 4.994.559: U.S. Patent No. 5.155,214; EP470.183B; and Abraham et al.. 
Quant. Bivl. 5/:657-668, 1986) rat FGF-2 [see Shima.saki et al.. Biochem. Biophys. Res. 
Comm.. 1988. and Kurokawa et al.. Nucleic Acids Res. /f5:5201. 1988). FGF-3. FGF-6. 
FGF-7 and FGF-9 are known (see also U.S. Patent No. 5. 1 55.214; U.S. Patent 
No. 4.956.455; U.S. Patent No. 5.026.839; U.S. Patent No. 4.994.559. EP 0.488.196 A2. 

20 EMDL or GenBank databases, and references di.scu.ssed herein). 

FGFs exhibit a mitogenic effect on a wide variety of mesenchymal, 
endocrine and neural cells and are also important in differentiation and development. 
FGFs stimulate collateral vascularization and angiogenesis, which makes them useful as 
■■payloads'" as well, as di.scussed in a subsequent section. In some instances, FGF- 

25 induced tnitogenic stimulation may be detrimental. For example, cell proliferation and 
angiogenesis are an integral aspect of tumor growth. Members of the FGF family, 
including FGF-2. are thought to play a pathophysiological role, for example, in tumor 
development, rheumatoid arthritis, proliferative diabetic retinopathies and other 
complications of diabetes. To reduce or eliminate mitogenesis. muteins of FGF mav be 
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used and constructed as described below. Such muteins retain the ability to bind to high 

and low affinity receptors. 

Polypeptides reactive with FGF receptors are also useful in targeting not 

only tumors and malignant cells in particular, but hyperproliferating cells in general. 
5 Thus, to name one example. FGF-7. which is also known as KGF. can be used to target 

the vectors and constructs of the present invention to hyperproliferating SMCs and a 

variety of epithelial cells. KGF is also particularly useful in targeting hepatocytcs and 

type 11 pncumocytes of the lung. 

The effects of FGFs arc mediated by high affinity receptor lyrosme 
10 kinases present on the cell surface of FGF-responsivc ceils {.sec, e.^- . I'CT WO Q1./0091 6. 

WO 90/05522, PCI WO 92/12948; Imamura et al.. Biocheiu. Biophys. Res. Comm. 

755:583-590. 1988: Huang et al.. ,/. Biol. Chem. 267:9568-9571. 1986; Partanen el al.. 

EMBOJ. 70:1347. 1991; and Moscatelli. ./. Cell. Physiol. 7J/:123. 1987). Low affinity 

receptors also appear to play a role in mediating FGF activities. The high affinity 
15 ■ receptor proteins are single chain polypeptides with molecular weights ranging from 1 10 

to 150kD. depending on cell type that constitute a tamily of structurally related FGF 

receptors. Four FGF receptor genes have been identified, three of which generate 

multiple mRNA transcripts via alternative splicing of the primary transcript. Some 

receptor specificity has been uncovered. For example, FGF-9 binds specifically to 
20 FGFR3, which is expressed in epithelial cells and cartilage rib bone, epithelial cells 

exclusively express FGFR3Illb. while mesenchymal cells express FGFR3IlIb and 

FGFR3I11C. 

In addition to their use as ligands, various forms of FGFs may be used as 
•■payloads" for gene therapy applications. While FGF cDNA or genomic FGF DNA is 
25 often preferred for such therapeutic use. other forms may efficaciously be used as well. 
The therapeutic aspects of FGF DNA use arc described in greater detail in Section F 
below. 

2) Vascular Endothelial Growlh Factors 
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Vascular endothelial growth factors (VEGFs) can directly stimulate 
endothelial cell growth, enhance angiogenesis. enhance glucose transport, and cause a 
rapid and reversible increa.se in blood vessel permeability. VEGF is expres^^cd durin<i 
normal development and in certain nomial adult organs. Purified VOGF is a basic. 
5 heparin-binding. homodimeric glycoprotein that is heat-stable, acid-stable and may be 
inactivated by reducing agents. Polypeptides reactive with a VEGF receptor are thus 
contemplated lor u.se as ligands in the context of the present invention. 

1 he members of this family have been referred to variously as vascular 
endothelial grovvlh tactor (VEGF). vascular permeability factor (VPl") and vasculotropin 
10 {.sec. L'A^.. Plouet ci al.. EMBO J. <S':3801-3X06, 1989). Herein, they are collectivcK 
referred to as VEGF. 

DNA sequences encoding VEGF and methods to i.solate these sequences 
may be found primarily in U.S. Patent No. 5.240.848. U.S. Patent No. 5.332.671. U.S. 
Patent No. 5.219,739. U.S. Patent No. 5. 194,596. and Houch etal.. Mol. Endocriii. 
15 5:180. 1991. 

DNA encoding VEGF refers to DN.'\ that encodes any such member of 
the VEGF family, including VEGF isoforms that result from alternative splicing of RNA 
transcribed from a VEGF gene (see. e.g.. International PCT Application No. WO 
90/13649. which is based on U.S. applications .serial nos. 07/351,361, 07/369,424. 

20 07/389.722. to GENENTECH. INC.. and any U.S. Patent based U.S. applications Serial 
Nos. 07/351.361. 07/369.424. 07/389,722: European Patent Applications EP 0 506 477 
A I and EP 0 476 983 Al to Merck & Co.: Houck et al. (1991) Mo/. Endo. i; 1806- 18 14). 
It is also understood that substitutions in codons by virtue of the degeneracy of the 
genetic code are encompassed by DNA encoding such VEGF. DNA encoding the VEGF 

25 polypeptide may be obtained from any source known to those of skill in the art; it may be 
i.solated using .standard cloning methods, synthesized or obtained from commercial 
sources, prepared as described in any of the above noted patents and publications. 

Four molecular species of VEGF result from alternative splicing of 
mRNA and contain 121. 165. 189 and 206 amino acids. The predominant isoform 

30 .secreted by a variety of normal and transformed cells is VEGFk,,. The secreted isoforms. 
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VEGlv, and VEGF,,,, are preferred VHGF proteins. The longer isoforms. VEGF|s, and 
Vl£Gh\„„. bind to the extracellular matrix and need to he released hy an agent, such as 
suramin, heparin or heparinase. or plasmin. VCGK,,, is a weakly acidic polypeptide that 
lacks the heparin binding domain and, consequently, does not bind to heparin. Other 
3 preferred VF-GF proteins contain various combinations of VRGF exons. such that the 
protein still binds VEGF receptor and is internalized. 

It is not necessary that a VEGF protein used as a ligand in the context of 
this invention either retain any of its in vivo biological activities, such as stimulating 
endothelial cell growth, or bind heparin other than bind a VEGF receptor on a cell and be 
10 internalized. However, it may be desirable in certain contexts for VEGF to manifest 
certain of its biological activities. For example, if VEGF is used as a carrier for DNA 
encoding a molecule useful in wound healing, it would be desirable that VEGF exhibit 
vessel permeability activity and promotion of fibroblast migration and angiogenesis. If 
VEGF is used as pay load, as described further in Section F below, retention of such 
15 abilities is also desirable. It will be apparent from the teachings provided within the 
subject application which of the activities of VEGF are desirable to maintain. 

Quiescent and proliferating endothelial cells bind VEGF with high 
affinity, and endothelial cell responses to VEGF appear to be mediated by high affinity, 
cell surface receptors (sue. e.g.. PCT Application WO 92/14748, U.S. Application Serial 
20 No. 08/657.236. de Vries et al.. Science 255:989-91. 1992: Terman et al.. Biochem. 
Biophvs. Res. Commiin. /,V7: 1 579- 1 586. 1992; Kendall et al.. Pi oc. Natl. Acad. Sci. USA 
961:10705-10709. 1993; and Peters et al., Proc. Nail. Acad Sci. USA 9(^:89 1 5-8919. 
1993). Two tyrosine kinases have been identified as VEGF receptors. The first, known 
as fms-Vikc tyrosine kinase or FET. is a receptor tyrosine kinase that is specific for 
25 VEGF. In adult and embryonic tissues, expression of FET mRN.-V is localized to the 
endothelium and to populations of cells, that give rise to endothelium. The second 
receptor. KDR (human kinase insert domain-containing receptor), and its mouse 
homologue FLK-1. are closely related to FET. The KDR/FFlC-l receptor is expres.sed in 
endothelium during the fetal growth stage, during earlier stages of embryonic 
30 development, and in adult tissues. In addition, messenger RNA encoding FLT and KDR 
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have been idcntiHed in tumor blood vessels and spccilically by endothelial cells of blood 
vessels supplying glioblastomas. Similarly. FLT and KDR mRNAs are upregiilated in 
tumor blood vessels in invasive human colon adenocarcinoma, but not in the blood 
vessels of adjacent normal tissues. 

5 

3) Mcparin-bindint; epidermal growth factors 
HBBGF interacts with the same high affinity receptors as EOF on bovine 
aortic smooth mu.scle cells and human A43I epidermoid carcinoma cells (Higashiyama. 
Science 25/:936-939. 1991). HBEGFs exhibit a mitogenic effect on a wide variety of 
10 cells including BALB/c 3T3 fibroblast cells and smooth muscle cells, but are not 
mitogenic for endothelial cells (Higashiyama ct al.. Science 2i/;936-939, 1991). 
However. HBEGF has a stimulatory effect on collateral vascularization and 
angiogenesis. Members of the HBEGF family are thought to play a pathophysiological 
role, for example, in a variety of tumors, such as bladder carcinomas, breast tumors and 
15 non-small cell lung tumors. Thus, these cell types are likely candidates for delivery of 
therapeutic gene products. 

HBEGF isolated from U-937 cells is heterogeneous in structure and 
contains at least 86 amino acids and two sites of O-iinked glyco.syl groups (Higashiyama 
etal.. ./. Biol. Chem. _M7:6205-6212. 1992). The carboxyl-terminal half of the secreted 
20 HBEGF shares appro.ximatcly 35% sequence identity with human EGF, including six 
cysteines spaced in the pattern characteristic of members of the EGF protein family. In 
contrast, the amino-terminal portion of the mature factor is characterized by stretches of 
hydrophiiic residues and has no structural equivalent in EGF. Site-directed mutagenesis 
of HBEGF and studies with peptide fragments have indicated that the heparin-binding 
25 sequences of HBEGF reside primarily in a 2 1 amino acid stretch upstream of and slightly 
overlapping the EGF-like domain. 

DNA encoding an HBEGF peptide or polypeptide refers to any DHA 
fragment encoding an HBEGF. HBEGF fragment or HBEGF mutein that binds an EGF 
receptor and internalizes. Such DNA sequences encoding HBEGF fragments arc 
30 available from publicly accessible databases, such as: EMBL. GenBank (Accession Nos. 
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M93012 (monkey) and M60278 (human)); the plasmid pMTN-I lBEGF (ATCC #40900) 
and pAX-IIBHGF (ATCC #40899) (described in PCT Application WO/92/06705): and 
Abraham el al.. Biochem. Biophys. Res. Comm. l90:\25-\33. 1993). 

The effects of HBEGFs arc mediated by F.GF receptor tyrosine kinases 
5 expressed on cell surfaces of HBEGF-responsive ceils {.\ec\ e.^. , U.S. Patent Nos. 
5.183.884 and 5.218.090: and Ullrich et al.. Naiurc i^;9;41 1 3-425. 1984). The F.GF 
receptor proteins, which are single chain polypeptides with molecular weights 170 kD. 
constitute a family of structurally related bGF receptors. Cells known to express the 
FGF receptors include smooth muscle cells, fibroblasts, keratinocytes. and numerous 

10 human cancer -cell lines, such as the: A431 (epidermoid): K.B3-1 (epidermoid): COLO 
205 (colon): CIIL 1739 (ga.siric): HEP G2 (hepatoma): LNCAP (prostate): MCF-7 
(brca.st): MDA-iVlB-468 (breast); NCI 41 7D (lung): MG63 (osteosarcoma): U-251 
(glioblastoma): D-54MB (glioma): and SW-13 (adrenal). 

For the purposes of this invention, if HBEGFs (including fragments or 

15 derivatives thereof) are used as ligands. FIBEGF need only bind a specific EGF receptor 
and be internalized. Members of the HBEGF family are those that have sufficient 
nucleotide identity to hybridize under normal stringency conditions (typically greater 
than 75% nucleotide identity). Subfragments or subportions of a full-length HBEGF 
may also be desirable. One skilled in the an may find from the teachings provided 

20 within that certain biological activities are more or less desirable, depending upon the 
application. 

2. Antibodies to Receptors That Internalize 

Antibodies to molecules expressed on the surface of cells are useful 
25 within the context of the present invention as long as the antibody is internalized 
following binding. Such antibodies include, but are not limited to. antibodies to FGF 
receptors. VEGF receptors, urokinase receptor. E- and P-selectins. VCAM-1. PDGF 
receptor. TGF receptor, endosialin. alpha,, beta, intcgrin. LFA-1. E9 tintigen. CD40. 
cadherins. and elk-1. Antibodies that are specific to cell surface molecules expressed by 
30 cells are readily generated as monoclonals or polyclonal antisera. Many such antibodies 
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are available (e.g.. from American Type Culture Collection. Rockville. MD). 
Alternatively, antibodies to ligands that bind/internalize may also be used. In such a 
strategy, the viral particles will have antibody on their surface, which will then be 
complexcd to the ligand (see further discussion below). 
5 Within the context of the present invention, antibodies arc understood to 

include monoclonal antibodies, polyclonal antibodies, anti-idiotypic antibodies, antibody 
fragments [e.g.. Fab. and F(ab')2. variable regions, or complementarity determining 
regions). /\ntibodies are generally accepted as specific against indolicidin analogues if 
they bind with a Kj of greater than or equal to 10"^ VI. preferably greater than of equal to 

10 10-^M. I'he affinity of a monoclonal antibody or binding partner can be readily 
determined by one of ordinary skill in the art (.yet' Scatchard. Ann. .V. }'. Accul. Sci. 
5/:660-672, 194Q). Once suitable antibodies have been obtained, they may be isolated or 
purified by many techniques well known to those of ordinary skill in the art. 

For example, one such internalizing, receptor-binding antibody is 

15 identified herein as the 1 A8" antibody, fhc 1 1A8 antibody is a monoclonal antibody 
which recognizes the high affinity fibroblast growth factor receptor (FGFRl). The 
following general procedure, which may be used to generate other useful antibodies 
which bind to receptors and internalize, was employed to generate 1 I A8. 

Mice were immunized with intact SK-HEPI cells, derived from a liver 

20 adenocarcinoma, which express high affinity FGF receptors. Hybridomas were screened 
using the extracellular domain of FGFRl. One resulting monoclonal. 1 1 A8. recognizes 
the high affinity FGF receptor by Western blotting, immunoprccipitates FGF receptor 
from cell extracts and recognizes the native receptor on the cell surface. 
Imniunofiuorescence studies show that 1 1A8 reacts with a membrane-associated protein 

25 on the surface of SK-Hep-1 and SK-iVIel-28 (human melanoma) cells, which al.so express 
numerous FGF receptors. 

When 11 A8 is conjugated to the ribosome inactivating protein saporin. it 
becomes a potent cylocidai agent that targets cells that express high affinity FGF 
receptors. The resulting immunotoxin. 1 1 A8-saporin. inhibits solid tumor growth of a 

.30 human melanoma xenografted into nude mice. When 1 1A8 is conjugated to nucleic acid 
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or to the viral vectors of the present invention, it is able to target cells expressing its 
cognate receptor and to deliver therapeutic gene sequences to those cells, as it is able to 
internalize as well. 

Commercially available antibodies to cell surface molecules may also be 
5 used as taught herein if they internalize. One assay that is used is a test for an antibody 
to kill cells. Brieily. the test hybridoma antibody and test cells are incubated. Unbound 
antibody is washed away. A second stage antibody, such as an anti-lgC. antibody, 
conjugated to saporin is incubated with llic test cells. Cell killing is assessed by any 
known as.say. including trypan blue exclusion, MTT uptake, nuoresccin diacetate 
10 staining, and the like. 

Other techniques may also be utilized to construct monoclonal antibodies 
{.see Huse cl al.. Science 1275-128 1 , 1989; Sastry et al., Proc. Null. Acad. Sci. USA 
(^^,•5728-5732, 1989; Altinc-.Mees ctal.. Siratei^ie.s in Molecular Bioloiiy i:l-9. 1990; 
describing recombinant techniques). These techniques include cloning heavy and light 
15 chain immunoglobulin cDNA in suitable vectors, such as ?.ImmunoZap(H) and /. 
ImmunoZap(L). The.se recombinants may be screened individually or co-expressed to 
form Fab fragments or antibodies {see Huse et al., supra: Sastry et al., supra). Positive 
plaques may subsequently be converted to a non-lytic plasmid that allows high level 
expression of monoclonal antibody fragments from E. coli. 
20 Similarly, portions or fragments, such as Fab and Fv fragments, of 

antibodies may also be constructed utilizing conventional enzymatic digestion or 
recombinant DNA techniques to yield isolated variable regions of an antibody. Within 
one embodiment, the genes which encode the variable region from a hybridoma 
producing a monoclonal antibody of interest are amplified using nucleotide primers for 
25 the variable region. 

In addition, techniques may be utilized to change a "murine" antibody to a 
"human" antibody, without altering the binding specificity of the antibody. Some 
examples of the specific receptors against which antibodies may be generated are set 
forth below. 

30 
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a. Antibodies to molecules on tumor cells 

Antibodies to molecules expressed on the surface of tumor cells are useful 
within the context of the present invention as long as the antibody is internalized 
following binding. Such antibodies include but are not limited to antibodies to FGF 
5 receptors. VEGF receptors, and the receptors .set forth above. 

Antibodies may be polyclonal or monoclonal. Commercially available 
antibodies to .some tumor cell surface molecules may be used if they internalize. One 
assay that is used is a test for an antibody to kill tumor cells. Briefly, the test hybridoma 
antibody and tumor cells are incubated. Unbound antibody is washed avvav. A second 
10 stage aniibody. such as an anii-lgG antibody, conjugated to saporin is incubated with the 
tumor cells. Cell killing is asses.sed by any known assay, including trypan blue 
exclusion. MTT uptake, lluoresccin diacetate staining, and the like. 

1^- Antibodies to molecules on smooth muscle cells 
1 5 Antibodies to molecules e.xpressed on the surface of smooth muscle cells 

are useful within the context of the present invention as long as the antibody is 
internalized following binding. Such antibodies include but are not limited to antibodies 
to FGF receptors. EGF receptors. TNFa receptor. IFN-y receptor. TGF receptor, 
endothelin I receptor. 

20 Antibodies may be polyclonal or monoclonal. Commercially available 

antibodies to some smooth muscle cell surface molecules may be used if they internalize. 
Briefly, antibodies are raised by immunization of mice. rats, rabbits or other animals with 
normal, tumorigenic. or cultured smooth muscle cells. Various immunization protocols 
may be found in for example. Harlow and Lane (Anlihodies: A Lahoraiory MamiaL Cold 

25 Spring Harbor Laboratory. 1988) and Coliga: • ai. {Current Protocols in Imnnmolo^y. 
Greene Publishing. 1995). Following immunization, spleen or lymph nodes are collected 
for generating hybridomas or serum is collected for polyclonal antibodies. Hybridomas 
are preferred. Cells from spleen or lymph node are fused to a myeloma cell line {see. 
Harlow and Lane, siiprcn and Coligan et al.. supra: for protocoLs). Antibody-secreting 

30 hybridomas are grown, and the antibodies arc tested for binding to smooth mu.scle cells 
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by ELISA, section staining, flow cytometry, contbcal microscopy and the like. When the 
antibodies are to be used on hyperprolifcrating smooth muscle cells, preferably the 
antibody does not bind or binds much less to quiescent smooth muscle cells. Positive 
antibodies are further tested for internalization. One assay that is used is a test for an 
5 antibody to kill smooth muscle cells. Brietly, the test hybridoma antibody and smooth 
muscle cells are incubated. Unbound antibody is washed away. A second stage 
antibody, such as an anti-IgG antibody, conjugated to saporin is incubated with the 
smooth muscle cells. Cell killing is assessed by any known assay, including trypan blue 
exclusion. MTT uptake, tluorescein diaeetalc staining, and the tike. 

10 

c. .Antibodies to molecules on endothelial and .smooth muscle cells 
Antibodies to molecules expressed on the surface of endothelial and 
smooth muscle cells are useful within the context of the present invention as long as the 
antibody is internalized following binding. Such antibodies include but are not limited to 
15 antibodies to FGF receptors. VEGF receptors, urokinase receptor, E- and P-selectins. 
VCAM-1. PDGF receptor, TGF receptor, endosialin. alpha, beta, integrin. LFA-1. F>) 
antigen. CD40. cadherins, and elk-1. 

Antibodies may be polyclonal or monoclonal. Commercially available 
antibodies to some endothelial or smooth muscle cell surface molecules may be used if 
20 they internalize. One assay that is used is a test for an antibody to kill cells. Briefly, the 
test hybridoma antibody and test cells are incubated. Unbound antibody is washed away. 
A second stage antibody, such as an anti-IgG antibody, conjugated to saporin is 
incubated with the test cells. Cell killing is assessed by any known assay, including 
trypan blue exclusion. MTT uptake, fluorescein diacetate staining, and the like. 

25 

3. Other Liuands 

a. Ligands Internalized bv Endothelial and Smooth Muscle 
Cells 

As noted above, receptor-binding internalized ligands are used to deliver 
30 nucleic acids, including a therapeutic agent-encoding agent, to a cell expressing an 
appropriate receptor on its cell surface. Numerous molecules that bind specific receptors 
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have been identified and are suitable for use in the present invention. In addition to 
ligands that target endothelial cells, ligands that target smooth muscle cells are useful in 
the context of this invention. Smooth muscle cells (SMC) arc an essential requirement 
for ncovessel formation, providing the contractile and structural components of 
5 capillaries, venules, veins, arterioles, and arteries. As such, targeting SMC will also 
affect neovascularization processes in diseased tissues. Such molecules include growth 
factors, cytokines, and antibodies. Many growth factors and families of growth factors 
share structural and functional features and may be used in the present invention. 
Famiiies.of growth factors include fibroblast growth factors FGF-l through KG1--15. and 

10 va.scular endothelial growth factor (VliGI')- Other growth factors, such as PDGF 
(platelet-derived growth factor). TGl'-a (transforming growth factor). TGF-(5. HB-EGF. 
angiotensin and endoglin also bind to specific identified receptors on cell surfaces and 
may be used in the pre.sent invention. Antibodies that are specific to cell surface 
molecules expres.sed by endothelial cells or smooth muscle cells are readily generated as 

15 monoclonals or polyclonal antisera. Many such antibodies are available (e.g.. from 
American 'I'ype Culture Collection. Rockville, MD). Cytokines, including interleukins. 
CSFs (colony stimulating factors), and interferons, have specific receptors on endothelial 
cells, and may be used as described herein. The.se and other ligands are discussed in 
more detail below. 

20 Fragments of these ligands may be used within the present invention, so 

long as the fragment retains the ability to bind to the appropriate cell surface molecule. 
Likewise, ligands with substitutions or other alterations, but which retain binding ability, 
may afso be used. As well, a particular iigand refers to a polypeptide(s) having an amino 
acid sequence of the native ligand. as well as modified .sequences, (e.g.. having amino 

25 acid substitutions, deletions, insertions or additions compared to the native protein) as 
long as the ligand retains the ability to bind to its receptor on an endothelial cell and be 
internalized. 

b. Ligands that bind to tumor cells 
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As noted above, reccplor-binding internalized ligands are used to deliver 
nucleic acids to a coll expressing an appropriate receptor on its cell surface. Numerous 
molecules that bind specific receptors on tumor cells have been identified and are 
suitable for use in the present invention. For example, the following table sets forth 
some of the better known ligands and cell surface molecules on various tumors. 
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Tumor 

r cell lymphomas 
B cell lymphomas 
Melanomas 
Prostate tumors 

Angiogenic tumors 



Colon, lung tumors 

Bladder tumors 

Pancreatic ''imors 
Myeloid leukcmias 
Endometrial 
carcinoma; cervical 
carcinoma 



Ligand 

IL-2 

Antibody 
FGF 



FGF; VEGF; PDGF 

hcrcguiin: FGF 

Antibody; FGF; 
VEGF 

HBEGF; EGF/ TGF; 

FGF 

FGF 

FGF; CD antibodies 
VEGF 



Receptor 

IL-2 receptor 

Immunoglobulin idiotypes 
MAGE: FGF receptor 
Prostate specific antigen- 1 ; 
pro basin 

FGF receptor; VEGF 
receptor: PDGF receptor 
crb 02: erb B3; erb B4: 
MUC-1: HSP-27; inl-1: mt-2 
CHA; FGF receptor: VEGF 
receptor 

EGF receptor: FGF receptor 
FGF receptor 

FGF receptor; CD molecules 
VEGF receptor 



In addition, other receptors, such as transferrin receptor, are preferentially 
expressed on most all tumor cells. Antibodies that are specific to cell surface molecules 
5 on tumors are readily generated as monoclonals or polyclonal antisera. Vlany such 
antibodies are available {e.g.. from American Type Culture Collection. Rockville. MD). 

Fragments of these ligands may be used within the present invention, so 
long as the fragment retains the ability to bind to the appropriate cell surface molecule. 
Likewise, ligands with substitutions or other alterations, but which retain binding ability. 
10 may afso be used. As well, a particular ligand refers to a polypeptide(s) having an amino 
acid sequence of the native ligand. as well as modified sequences, (e.g.. having amino 
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acid substitutions, deletions, insertions or additions compared to the native protein) as 
long as the ligand retains the ability to bind to its receptor on a tumor cell and be 
internalized. 

Some of the more u.seful receptors according to the present invention are 
5 those that efficiently bind ligand and not only internalize it but enhance its delivery to the 

nucleus. Thus, ligands that specifically target such receptors are especially prefeiTcd. 

ligands that specifically target receptors that direct the ligand to the nucleus with high 

efficiency are even more preferred. 

Ligands also encompass muteins that possess the ability to bind to their 
10 receptor expressing cells and be internalized. Such muteins include, but are not limited 

to. those produced by replacing one or more of the cysteines with serine as described 

herein. Typically, such muteins will have conservative amino acid changes. DNA 

encoding such muteins will, unless modified by replacement of degenerate codons. 

hybridize under conditions of at least low stringency to native DNA sequence encoding 
15 the wild-type ligand. (Exemplary methods of generating FGF muteins arc described in 

Example 3.) 

DNA encoding a ligand may be prepared synthetically based on known 
amino acid or DNA sequence, i.solated using methods known to those of skill in the art 
(e.,?., PCR amplification), or obtained from commercial or other sources. DNA encoding 
20 a ligand may differ from the above sequences by substitution of degenerate codons or by 
encoding different amino acids, Differences in amino acid sequences, such as those 
occurring among the homologous ligand of different species as well as among individual 
organisms or species, are tolerated as long as the ligand binds to its receptor. Ligands 
may be isolated from natural sources or made synthetically, such as by recombinant 
25 means or chemical synthesis. 

Other receptor-binding ligands may be used in the present invention. Any 
protein, polypeptide, analogue, or fragment that binds to a cell-surface receptor and is 
internalized may be used. These ligands may be produced by recombinant or other 
means in preparation for conjugation to the nucleic acid binding domain. The DNA 
30 -sequences and methods to obtain the sequences of these receptor-binding internalized 



BNSOOCID: <WO_98«)50aA1J^ 



wo 98/40508 



52 



PCT/US98/04964 



ligands are well known. For example, these ligands include CSF-l (GcnBank Accession 
No.s. Ml 1038. 1V137435: Kawasaki ei al.. Science 2jY>I:29 1-296. 1985; Wong et a!.. 
Science 2j 5: 1 504- 1 508. 1987): GM-CSF (GenBank Accession No. X0302I: Miyatake et 
al.. EMBOJ. ^:2561-2568. 1985); IFN-a (interferon) (GenBank Accession No. A02076: 
5 Patent No. WO 8502862-A. July 4. 1985); fFN-y (GenBank Accession No. A02I37; 
Patent No. WO 8502624-A, June 20. 1985); IL-l-cx (intcrlcukin 1 alpha) (GenBank 
Accession No. .X02531. Ml 5329; March et al.. Naiiire j/J:64l-647. 1985; Nishida et al.. 
Bincheni. Biophys. Res. Commun. /-/j:345-352. 1987): IL-l-p (interleukin 1 beta) 
(GenBank Accession No. X02532. Mi5330. M15840: March et al.. Naiure j/i:64i-647. 
10 1985; Nishida et a!.. Biochem. Biophys. Res. Commim. 143:345-352. 1987: Bensi et a!.. 
Gene 52:95-101. 1987); IF- 1 (GenBank Accession No. K02770. M54933. M38756: 
Auron et al.. Proc. Nail. Acad. Sci. USA <S7:7907-791 i. 1984; Webb et al.. Adv. Gene 
Techno!. 22:339-340. 1985): IL-2 (GenBank Accession No. A14844. A21785. X00695. 
X00200. X00201. X00202; Lupker et al.. Patent No. FJP 0307285-aV. March 15. 1989; 
15 Perez ct al.. Patent No. EP 0416673-A. March 13, 1991; I lolbrook et al.. Nucleic Acids 
Res. /2:5005-5013. 1984; Degrave et al.. EMBOJ. 2:2349-2353. 1983; Taniguchi et al.. 
Naliire jO2:305-310. 1983); IL-3 (GenBank Accession No. MI 4743. M20137: Yang et 
al.. C£'//.'7:3-10. 1986: Otsuka et al.. ./ Immunol. /-/0:2288-2295. 1988): lF-4 (GenBank 
Accession No. .Ml 3982; Yokota et al.. Proc. Nail. Acad. Sci. USA <Vi:5894-5898. 1986); 
20 IL-5 (GenBank Accession No. X04688. J03478: Azuma et al.. Nucleic Acids Res. 
/7:9149-9158. 1986: lanabe et al., ,/. Biol. Chem. 2^52:16580-16584. 1987): IL-6 
(GenBank Accession No. Y0008I, X04602. M54894. M38669. M14584; Yasukawa et 
al.. EMBOJ. f):2939-2945. 1987; Hirano et a!.. Naiure 324:13-16. 1986; Wong et al.. 
Dehringlnst. Mill. <5fi:40-47. 1988; May et al., Proc. Nail. Acad Sci. USA (S"i:8957-896l. 
25 1986); IL-7 (GenBank Accession No. J04156; Goodwin et al.. Proc. Natl. Acad. Sci. 
USA 86:302-306. 1989): IL-8 (GenBank Accession No. Zl 1686; Kusner ct al., Kidnev 
Int. j9:1240-1248. 1991): IL-10 (GenBank Accession No. X78437, M57627: Vieira et 
al.. Proc. Nad. Acad Sci. USA A'<V:1 1 72-1 1 76. 1991); IL-11 (GenBank .Accession 
No. .M57765 M37006; Paul et al.. Proc. Nail. Acad Sci. USA (V7:75 12-75 16. 1990); IL- 
30 13 (GenBank Accession No. X69079. U 10307; Minty et al.. Nature •562:248-250. 1993; 
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Sniimov. Shemyakin and Ovchmmkov Imlituie of B inorganic Chemistry. June 2. 1994); 
TNl'-a (Tumor necrosis factor) (GenBank Accession No. A21522: Patent No. GB 
2246569-Al. February 5, 1992); TNF-P (GenBank Accession No. D126I4: Malsuyama 
ct a!.. FEDS LETTERS J02:141-144. 1992); urokinase/urokinase receptor (GenBank 
5 Accession Nos. X02760/X74309); a- 1.3 fucosyl transferase. fxl-anlitrypsin/F-selcclin 
(GenBank Accession Nos. M98825. D38257/M87862); P-seleciin glycoprotein ligand, 
P-selectin ligand/P-selectin (GenBank Accession Nos. U25955. U02297/ 1.01574); 
VCAMl/VLA-4 intcgrin receptor (GenBank Accession Nos. X53051/X16983 and 
L12002); F9 (Blann cl al.. Alherosderosis 120:22\, 1996)/TGFp receptor: Fibronectin 
10 (GenBank Acce.ssion No. X02761);type I" collagen (GenBank Accession No. Z7461 5). 
type I p2-coUagen (GenBank Accession No. Z74616). hyaluronic acid/CD44 (GenBank 
Accession No. M59040); CD40 ligand (GenBank Acce.ssion No. L07414)/CD40 
(GenBank Accession No. M833 12): EFL-3. LFRTK-2 ligands (GenBank .Accession Nos. 

1.37361. U()9304) for elk-1 (GenBank Accession No. M25269): VE-cadhcrin (GenBank 
15 Accession No. X79981) ligand for catenins: 1CAN4-3 (GenBank AVccession No. X69819) 

ligand for LF.A-L and von Willebrand Factor (GenBank Accession No. X04385). 

fibrinogen and fibronectin (GenBank Accession No. X92461 l.gands for a.p, intcgrin 

(GenBank Accession Nos. U07375. L28832) and GP30 ligand (S68256) for erbB2.. 

DNA sequences of other suitable receptor-binding internalized ligands may be obtained 
20 from GenBank or EMBL DNA databases, reverse-synthesized from protein sequence 

obtained from PIR database or isolated by standard methods (Sambrook et al.. supra) 

from cDNA or genomic libraries. 

c. Other Ligands That Bind to Cells 

25 Other receptor-binding ligands may be used in the present invention. Any 

protein, polypeptide, analogue, or fragment that binds to a smooth muscle cell-surface 
receptor and is internalized may be used. These ligands may be produced by 
recombinant or other means in preparation for conjugation to the nucleic acid binding 
domain. The DNA sequences and methods to obtain the sequences of these 

30 receptor-binding internalized ligands are well known. For example, these ligands include 
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PDGK fOenBank Accession No. X03795. X028I1). angiotensin (GenBank Accession 
No. K02215). and atl RGD-containing peptides and proteins, such as ICAiVI-t (GenBank 
Accession No. X06990) and VCAM-I (GenBank Accession No. X53051) that bind to 
integrin receptors. Other iigands include TNFa (GenBank Accession No. A21522. 
5 X01394), IFN-y (GenBank Accession No. Al 1033. Al 1034). IGF-I (GenBank Accession 
No. A29117. X56773. S61841. X56774. S61860). IGF-II (GenBank Accession No. 
A00738. X06I59. Y00693). atrial natur.etie peptide (GenBank Accession No. X54669). 
endothelin-1 (GenBank Accession No. Y00749). coagulation factor Xa (GenBank 
Accession No. L00395. L00396. L29433. N00045. M14327). TGF-(3I (GenBank 
10 Accession No. A23751). IL-la (GenBank Accession No. .X03833). H.-ip (GenBank 
Accession No. .Ml 5330). and endoglin (GenBank Acce.ssion No. X72012). DNA 
-sequences of other suitable reccplor-b.nding internalized Iigands may be obtained from 
GenBank or FMBL DNA databa.ses. reverse-synthesized from protein sequence obtained 
from PIR database or isolated by standard methods (Sambrook et al.. supra) from cDNA 
15 or genomic libraries. 

As noted previously, any protein, polypeptide, analogue, or fragment that 
binds to a celt-surtace receptor and is internalized may be used. .Molecules that mimic or 
interact with a cell surface molecule that is trafficked to the nucleus are also included 
within the scope of the present invention. The.se Iigands may be produced by 
20 recombinant or other means in preparation for conjugation to the nucleic acid binding 
domain. The DNA sequences and methods to obtain the .sequences of these 
receptor-binding internalized Iigands are well known. For example, the.se Iigands and 
ligand/rcceptor pairs include urokinase/urokinase receptor (GenBank Accession Nos. 
X02760/X74309); a-1.3 fucosyl transferase, a l-antitr)'psia/E-.sclectin (GenBank 
25 Accession Nos. M98825. D38257/M87862); l>-selectin glycoprotein ligand. P-.selectin 
ligand/P-seleciin (GenBank Accession Nos. U25955. U02297/L23088). VCAMI/VLA-4 
(GenBank Accession Nos. X5305I/XI6983): H9 antigen (Blann et al.. Atherosclerosis 
120:221. 1996)/TGFp receptor; Fibroneciin (GenBank Accession No. X02761); type I 
al- collagen (GenBank Accession No. Z74615). type I p2-eollagen (GenBank Accession 
30 No. Z74616). hyaluronic acid/CD44 (GenBank Accession No. M59040): CD40 ligand 
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(GenBank Accession No. L07414)/CD40 (GenBank Accession No. M83312): ELF-3. 
l.ERTK-2 l.gands (GenBank Accession Nos. L37361. U09304) for clk-l (GenBank 
Accession No. M25269): VE-cadherin (GenBank Accession No. XTWSl); ligand for 
catenins: [CAM-3 (GenBank Accession No. X69819) ligand for LFA-1. and von 

5 Willebrand factor (GenBank Accession No. X04385). fibrinogen and fibronect.n 
(GenBank Accession No. X92461) ligands for aj.i, mtegrin (GenBank Accession Nos. 
U07375. L28832). DNA sequences of other suitable receptor-binding internalized 
ligands may be obtained from GenBank or EMBL DNA databases, reverse-synthesi/.ed 
from protein sequence obtained from PIR database or isolated by standard methods 

10 (Sambrook el al.. supra) from cDNA or genomic libraries. 

ci. Pcplidomimetic liuands 

Ligands or tragments thereof that bind to a cell-surface receptor and are 
mternalized. but which are mimetics of "true- polypeptides, are also contemplated for 
15 use in the present invention. Thus, in one aspect, the invention contemplates the 
preparation and use of non-peplide peptidomimetics useful for mimicking the activity of 
peptides, which makes peptidomimetics additional sources of targeting ligands that may 
be attached to the viral vectors of the present invention. 

N4ethods of generating and identifying peptidomimetics useful as 
20 described herein are known in the art: (.v... WO 93/17032). For example, the 
aforementioned application describes a process of preparing peptidomimelic compounds 
useful for mimicking the activity of peptides and described the peptide-like activity of 
one such mimetic. Similarly, the production of peptidomimetic drugs via utilizing 
chemically modified moieties to mimic antibody structure, based on conformation 
25 studies, is described m U.S. Patent No. 5.331.573. Methods of testing the drugs so 
prepared is also disclo.sed therein. Peptidomimetics of antibodies are thus useful as 
disclosed herein, not only as ligands but as molecules useful in linking viral particles to 
targeting ligands. 

Other useful peptidomimelic molecules useful as ligands and/or "Minkers^ 
30 herein are described in published International App. No. WO 9220704: Brandt, et al.. 
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Amimia-oh Agents Chemother. 40:1078. 1996: Scpp-Lorenzino. et al.. Cancer Res. 
55:5302. 1995; and Chander ct al.. ./ Pharm Sci. 84:404. 1995. Notwithstanding the fact 
that such mimetics arc not true peptide.s, various covalent and non-covalenf means of 
linking such peptidomimetic molecules to viral proteins may be used as disclosed herein. 

5 

^- Selection of litzands that bind other coll surface molecules 
Ligands for ii.se in the present invention may also be selected by a method 
such as phage di.splay (.see. for example. U.S. Patent No. 5.22.>.409.) Briefly, in this 
method. DN.A .sequences are inserted into the gene III or gene VII! gene of a filamentous 
10 phage, such as M13. Several vectors with multicloning sues have been developed for 
msertion (McLaffcrty et al.. Gene /2cV:29-36. 1993: Scott und Smith. Science 27P:386- 
390. 1990: Smith and Scott. Methods Euzvmol. 2 1 -■.ll?,-!^! . 1993j. Using tumor cell 
largciing as an e.xample. the inserted DNA sequences may be randomly generated or be 
variants of a known binding domain for binding tumor cells. Single chain antibodies 
15 may readily be generated using this method. Generally, the inserts encode from 6 to 20 
amino acids. The peptide encoded by the in.serted sequence is displayed on the surface of 
the bacteriophage. Bacteriophage expressing a binding domain for tumor cells are 
selected for by binding to tumor cells. Unbound phage are removed by a wash, typically 
containing 10 mM Tris, 1 mM EDT.A. and without salt or with a low salt concentration. 
20 Bound phage are elutcd with a salt containing buffer, for example. The NaCI 
concentration is increased in a .step-wise fashion until all the phage are eluted. Typically, 
phage binding with higher affinity will be released by higher salt concentrations. 

Eluted phage are propagated in the bacteria host. Further rounds of 
selection may be performed to select for a few phage binding with high affinity. The 
25 DNA sequence of the insert in the binding phage is then determined. Once the predicted 
amino acid sequence of the binding peptide is known, sufllcient peptide for use herein as 
an nucleic acid binding domain may be made either by recombinant means or 
synthetically. Recombinant means is used when the receptor-binding internalized 
ligand/nucleic acid binding domain is produced as a fusion protein. The peptide may be 
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generated as a tandem array of two or more peptides, in order to maximize affinity or 
binding. 

f. Identifying and Lsotatine InternalizinL ' Molecules 
5 Any and all molecules that mimic or interact with a cell surtace molecule 

thai is trafficked to the nucleus are also included within the scope of the present 
invention. One exemplary method of idemifying and isolating such molecules is 
essentially as follows, 

First, one may identify a cell or tissue of interest -- e.g.. a cell to whicli 
10 one wishes lo target a therapeutic moiety. Next, generate antibodies - preferably, 
monoclonal antibodies - to the cell surface of the putative target cell. Identify and 
isolate hybridomas secreting the antibodies to the cell surface. Methods of generating 
monoclonal antibodies and of identifying hybridomas producing said antibodies are 
known in the art. 

1 3 As a next step, the monoclonal antibodies are admixed with a culture of 

target cells and allowed to incubate for a predetermined period of time. Subsequently, a 
second antibody is added to the admixture - that is. an antibody to the first antibody 
(anti-idiotype antibody). Preferably, the .second antibody is toxic lo the target cell upon 
internalization and deliyery to the nucleus; in this manner, cell death is indicative of 

20 internalization of the first antibody, to which the second antibody is bound. 

By screening the cell cultures, one may readily identify and isolate all 
killing antibody complexes and may separate out the antibodies that possess the ability to 
translocate to the nucleus. Such amibodies may then be used according to the methods 
disclosed herein -- e.g.. they may be used to target and deliver viral vectors to target cell 

25 populations. 

./Mthough the foregoing example discusses the generation and 
identification of antibodies, it is understood that useful ligands of the present invention 
are not restricted to antibodies. Any molecule, for example, that mimics the ability of 
FGF and/or FGFR to be trafficked directly to the nucleus is contemplated for use as 
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disclosed herein. Thus, any molecule that mteracts with a cell surface molecule that is 
trafficked to the nucleus is contemplated by the present disclosure. 

-• Modification of Recentor-Rinding InfernnliyM,) r 
5 The ligands for use herein may be customi/.ed for a panicular applieation. 

Means for modifying proteins .s provided below. Briefiy. additions. sub..titutions and 
deletions of amino acids may be produced by any commonly employed recombmant 
DNA method. Modified peptides, especially those lacking proliferat.ve function, and 
chm^eric peptides, which retain their specific binditig and intemalizu^g activities, are also 
10 contemplated lor use here.n. Modifications also include the addition or delenon of 
residues, such as the addition of a cysteine to facilitate conjugation and to form 
conjugates that contain a defined molar ratio (...,.. 1.1) of the polypeptides (.see. c... 
U..S. Patcm No. 5.175.147: PCT .Application No. WO 89/00198. US .Serial 
No. 07/070.797: PCT Application No. WO 91/15229: and U.S. Serial No. 07/505.174, 
15 sun other useful modifications include adding sequence that are subject to post- 
translational modification myristylation. palmatylat.on. phophorvlation. 

ribo.sylation) that improve or alter protein function, .stability or the like. 

As noted above, any ligand that binds to a cell surface receptor and is 
internalized may be used within the context of this invention. Such ligands mav be 
20 polypeptides or peptide analogues, including peptidomimetics. Ligands also inck.de 
fragments thereof, or constrained analogues of such peptides that bind to the receptor and 
internalize a linked targeted agent. Members of the FGF family, including FGF-I to 
FGF-1 5. are preferred. Modified peptides, especially these lacking proliferative 
function, and chimeric peptides, which retain the specific binding and tnternalizing 
25 activities are also contemplated for use herein. 

Modification of the polypepude may be effected by any means known to 
those of skill in this art. The preferred methods herein rely on modification of DNA 
encoding the polypeptide and expression of the modified DNA. DNA encoding one of 
the receptor-binding internalized ligands discus.sed above mav be muta^eni^ed usin- 
30 standard methodologies. For example, cysteine residues that are responsible for 
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acgregatc formation may be deleted or replaced. If necessary, the identity of cysteine 
residues that contribute to aggregate formation may be determined cnipiricaily. by 
deleting and/or replacing a cysteine residue and ascertaining whether the resulting 
protein aggregates in solutions containing physiologically acceptable buffers and salts. 

5 In addition, fragments of these receptor-binding internali/.cd ligands may be constructed 
and used. The binding region of many of these ligands have been delineated. For 
example, the receptor binding region of FGF2 has been identified by mutation analysis 
and FGF peptide agonists/antagonists to reside between residues 33-77 and between 102- 
129 of the 155 amino acid form (Baird et al.. PNAS S5:222A: Erickson et al.. Binchem. 

10 (S',V;3441 ). H.xons 1-4 of VEGF are required for receptor binding. Fragments may also be 
shown to bind and internalize by any one of the tests described herein. 

Mutations may be made by any method known to those of skill in the art. 
incltiding site-specific or site-directed mutagenesis of DNA encoding the protein and the 
use of DNA amplification methods tising primers to introduce and amplify alterations in 

15 the DNA template, such as PGR splicing by overlap extension (SOE). Site-directed 
mutagenesis is typically effected using a phage vector that has single- and double- 
stranded forms, such as Ml 3 phage vectors, which are well-known and commercially 
available. Other suitable vectors that contain a single-stranded phage origin ol' 
replication may be used (see. c.jj^.. Veira et al.. Meth. Enzymol. 15:2. 1987). In general, 

20 site-directed mutagenesis is performed by preparing a single-stranded vector that encodes 
the protein of interest (i.e.. a member of the FGF family or a therapeiuic molecule, such 
as an intrabody). An oligonticleotide primer that contains the desired mutation within a 
region of homology to the DNA in the single-stranded vector is annealed to the vector 
followed by addition of a DNA polymerase, stich as E. coli DNA polymerase 1 (Klenow 

25 fragment), which uses the double stranded region as a primer to produce a heteroduplex 
in which one strand encodes the altered sequence and the other the original sequence. 
The heteroduplex is introduced into appropriate bacterial cells and clones that include the 
desired mutation are selected. The resulting altered DNA molecules may be expressed 
recombinantly in cippropriate host cells to produce the modified protein. 
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Suitable conscrvaiivc substitutions ot" amino acids arc well-known and 
may be made generally without altering the biological activity of the resulting molecule. 
For example, such substitutions are generally made by interchanging within the groups of 
polar residues, charged residues, hydrophobic residues, small residues, and the like. If 
5 necessary, such substitutions may be determined empirically merely by testing the 
resulting modified protein for the ability to bind to and internalize upon binding to the 
appropriate receptors. Those that retain this ability are suitable for use in the conjugates 
and methods herein. As such, an amino acid residue of a receptor-binding internalized 
ligand is non-essential if the polypeptide that has been modified by deletion or alteration 
10 of the residue po.ssesses substantially the .same ability to bind to its receptor and 
internalize a linked agent as the unmodified polypeptide. 

As used herein, "biological activity" generally refers to the activiiv of a 
compound or a physiological response that results upon vivo administration of a 
compound, composition or other mixture, Biological activity thus encompasses 
15 therapeutic effects and pharmaceutical activity of such compounds, compositions, 
complexes, and mixtures. Biological activity also refers to the ability of a molecule to 
bind to a cell, to internalize and to localize to the nucleus. Biological activity mav be 
determined with reference to particular in vitro activities as measured in a defined assav. 
For example, within the context of this invention, a biological activity of FGF, or 
20 fragments of FGF. is the ability of FGF to bind to cells bearing FGF receptors and 
internalize a linked agent. This activity may be assessed in viiro, e.g.. by conjuuatinu 
FGF to a cytoto.xic agent (such as saporin). contacting cells bearing FGF receptors (e.^'.. 
fibroblasts) with tiie conjugate, and assessing cell proliferation or inhibition of growth. 
In vivo activity may be determined using recognized animal models, such as the mouse 
25 xenograft model for anti-tumor activity (.see. c.t^., Beitz et al.. Cancer Research 52:227- 
230, 1992: Houghton et al.. Cancer Res. 42:525-539. 1982; Bogden et al.. Cancer 
(Philadelphia) ^tV: 10-20, 1981; Hoogenhout et al.. Ini. J. Radial. Oncol.. Biol. Phy.s. 
9:871-879. 1983; Stastny et al.. Cancer Res. ij:5740-5744. 1993). 

Binding to a receptor followed by internalization are the only activities 
30 required tor a ligand to be suitable for use herein. However, some of the ligands are 
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urowth factors and cause milogenesis. For example, all of ihe FGF proteins induce 
mitogeiiic activity in a wide variety of normal diploid mesoderm-derived and neural 
crest-derived cells. A test of such ••FGF mitogenic activity." which retlects the ability to 
bind to FGF receptors and to be internalized, is the ability to stimulate proliferation of 
5 cultured bovine aortic endothelial cells (.vt'e. c.^.. Gospodarowicz et al.. ./. Biol. Chem. 
257:12266-12278. 1982; Gospodarowicz et al.. Proc. Noll. Acad Sci. USA 7i:4120- 
4124. 1976). Mutcins with reduced mitogenic activity are made by the methods 
described herein. In the E.\amples. FGF nuiteins with reduced mitogenic activity have 
been constructed by site-directed mutagenesis. Non- or reduced-mitogenic proteins can 

10 also be constructed by swapping the receptor-binding domain with the receptor-binding 
domain of a related protein. By way of example, the domain of FGF2 may be swapped 
with the receptor-binding domain of FGF7 to create an FGF that docs not cause 
proliferation and may alter the binding profile. 

If the FGF or other ligand has been modified so as to lack mitogenic 

15 activity or other biological activities, binding and internalization may still be readily 
as.sayed by any one of the following tests or other equivalent tests. Generally, these tests 
involve labeling the ligand. incubating it with target cells, and visualizing or measuring 
intracellular label. For example, briefly. FGF may be fluorescently labeled with FITC or 
radiolabeled with 1. Fluorescein-conjugated FGF is incubated with cells and examined 

20 microscopically by fluorescence microscopy or confocal microscopy for internalization. 
When FGF is labeled with '-'I. the labeled FGF is incubated with cells at 4°C. Cells are 
temperature shifted to 37°C and washed with 2 M NaCl at low pH to remove any cell- 
bound FGF. Label is then counted and thereby measuring internalization of FGF. 

.Alternatively, in another method of assaying the binding and 

25 internalization abilities of a ligand. the ligand can be conjugated with a nucleic acid 
binding domain by any of the methods de.scribed herein and complexed with a plasmid 
encoding saporin or conjugated with saporin or other cytotoxic molecule and assessed for 
cytotoxicity. As di.scussed below, the complex may be used to transfect cells and 
cytotoxicity measured. 
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Finally, muteins of the FGFs are known to those of skill in the art {.see. 
e.o. U.S. Patent No. 5.175.147; PCT Application No. WO 89/00198. U.S. Serial 
No. 07/070.797: PCT Application No. WO 91/15229; and U.S. Serial No. 07/505.124). 
Such nuitcins may also be used according to the teachings of the present invention. 

5 

F. Pay load 

1- Therapeutic-Product-Fncodini' Molecules 

Molecules that encode therapeutic products, which arc also referred to 
• herein as therapeutic nucleic acids, are molecules that effect a treatment upon or within a 
10 cell, generally by modifying gene transcription of translation. Therapeutic nucleic acids 
of the present invention may be used in the context of -positive" or -negative ' ^ene 
therapy, depending on the effect one seeks to achieve. 

For example, a therapeutic nucleotide sequence may encode all or a 
portion of a gene. If it encodes all (or the most critical functional portions) of a gene, it 
15 may effect genetic therapy by serving as a replacement for a defective gene. Such a 
sequence may also function by recombining with DNA already present in a cell, thereby 
replacing a defective portion of a gene. 

A variety of positive gene therapy applications and therapeutic gene 
products are described hereinbelow and include such diverse applications as the 
20 treatment of ischemia, the promotion of wound healing, the stimulation of bone growth 
and regrovvth. increased angiogenesis. and the like. The replacement of a defective or 
nonfunctional gene with one that produces the desired gene product is also considered 
•^posilive-' gene therapy, whether one is replacing a dysfunctional or nonfunctional 
regulatory sequence or a .sequence that encodes a structural protein. 

Similarly, "negative" gene therapy is encompassed by the present 
invention as well. Thus, therapeutic nucleic acids of the present invention may encode 
products that reduce or halt hyperproliferative disea.ses (e.g. of SMCs: restenosis is one 
e.xample), tumor formation and growth, metastasis, and the like, to name a few e.xamples. 
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Further details regarding both positive and negative gene therapy- 
applications are set forth below in subsequent sections of the speciFicalion. The 
ibllowmg illustrations are thus intended to be exemplary and not limiting. 

3 Cicne Products for the Treatment o f Ischemia 

lor example, in ischemia, endothelial and smooth muscle cells fail to 
proliferate. A construct that expresses FGF. alone or in combination with FGF protein to 
give short-term relief and induce FGF receptor, can be u.sed to combat effects of 
ischemia. In such a case. FGF gene with a leader sequence lo promote secretion is 
10 preferable. .As well, the FGF gene is preferably driven by a constitutive promoter. In 
add.t.on. mutcins of the FGFs are known to those of skill in the art and may be usciul as 
payload molecules as well as ligands. (Sec, e.g.. U.S. Patent No. 5.175.147: PCT 
Application No. WO 89/00198. U.S. Serial No. 07/070.797: PCT Application No. WO 
91/15229; and U.S. Serial No. 07/505.124.) 
1 5 Other useful sequences which may be delivered using the vectors of the 

present invention include those encoding human superoxide dismutase (SOD) and 
analogs thereof (see. e.g.. U.S. Pat. No. 5.455.029, 5,130.245 and 4.742.004) as well as 
opiod peptides (see, e.g.. U.S. Pat. No. 4.684.624). Other sequences which encode 
therapeutic products useful as disclosed herein, whose GcnBank numbers are provided in 
20 Section F.l.e. below, include sequences encoding IGF (see. e.g.. U.S. Pat. Nos. 5612198 
and 5324639): TGFf31. TGFP2. and TGFp3 (see. e.g.. U.S. Pat. Nos. 5168051. 5482851. 
4886747. and 5221620): hepatocyle grovvlh factor (HGF) (see. e.g.. U.S. Pat. Nos. 
5.547,856: 5.328.837: and 5.316.921); PDGF A (see. e.g.. U.S. Pat. Nos. 5605816 and 
5219759): and PDGF B (see. e.g.. U.S. Pat. Nos. 5272064, 5665567). 
25 Nucleic acid sequences encoding the following therapeutic products are 

also useful as payloads according to the present invention: VEGF 121. VEGF 165. 
FGF I, FGF2. FGF4. and FGF5. Sequence intbrmation for the.se molecules is provided 
elsewhere herein. 

Finally, in all instances in which reference is made to publications. 
30 particularly patent applications and patents, it should generally be understood that the 
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disclosures ol' all patent documents recited herein arc incorporated by reference, as 
though fully set forth herein. 

In addition, individuals aftlicicd with certain angiogenic diseases suffer 
from a paucity of angiogenic factor and may thus he dellcient in microvasculaiurc. 
Certain aspects of reproduction, such as ovulation, repair of the uterus after menstruation, 
and placental development depend on angiogenesis. For reproductive disorders with 
underlying angiogenic dysfunction, a construct that expresses FGF. VEGF. or other 
angiogenic factors may be beneficial. Useful .sequences encoding such angiogenic 
factors are described in various sections herein, including sections E.l.a. and E.l.b. 

b. OlijjQnucleotidcs 

The conjugates provided herein may also be used to deliver a ribozyme. 
deoxyribozyme. antisense oligonucleotide, and the like to targeted cells. These nucleic 
acids may be present in the complex of ligand and nucleic acid binding domain or 
encoded by a nucleic acid in the complex. Alternatively, the nucleic acid may be directly 
linked to the ligand. Such products include antisense RNA. antisense DNA. ribozymes. 
triplex-forming oligonucleotides, and oligonucleotides that bind proteins. The nucleic 
acids can also include RNA trafficking signals, such as viral packaging sequences (sec. 
e.;^.. .Sullcngeret al. (1994) Science 2^2:1566-1569). 

Nucleic acids and oligonucleotides for use as described herein can be 
synthesized by any method known to those of skill in this art (sec. e.^^.. WO 93/01286. 
U.S. Application Serial No. 07/723.454: U.S. Patent No. 5.218.088; U.S. Patent No. 
5.175.269: U.S. Patent No. 5. 1 09. 1 24). Identification of oligonucleotides and ribozynies 
for use as antisense agents and DNA encoding genes for targeted delivery for genetic 
therapy involve methods well known in the art. For example, the desirable properties, 
lengths and other characteristics of such oligonucleotides are well known. Anti.sensc 
oligonucleotides are typically designed to resist degradation by endogenous nuclcolytic 
enzymes by usmg such linkages as: phosphorothioate. methylphosphonate. sulfone. 
sulfate, ketyl, phosphorodithioate. phosphoramidate, phosphate esters, and other such 
linkages (see. e.g.. Agrwal et al.. Teirahedron Lett. 2<V:3539-3542 (1987): Miller ecal.. ./ 
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„„ Cto, ,S»- W:«,57.<i665 (1971): S>oc c, al„ 7c.,„,<,./-™. .Y,:2.>.,-2I.4 
„985V Mooav e, al., ;V../, Acick R.. l2Am-*-'^l <1')80,: Dznanski e, al., ,V«d, ..|a,b 
K,, (,<,89,: L«si„ae, e. aL. r«.*</,o» ^0:137-143 (l=.84,: F.cks.cin. ,4„™, Rev 
,„„,„„„ 5.::,67-402 (.<.85): Eck.,ei„, r,«.</,v Kol Sc. N:91-W0 0^9, Stein I,. 
. a/,.W„«.™,W«,.*». of a... E.p.-css..,n. Cohe... Ed. Macmma,, 

Pr..s L,o„do„. pp. 97-1 ,7 (,98.): Jag=r a,., ^oc,,™,/...,:,. .'-:7237.7246 ,,988,,. 

,\„,i,e,isc nuCeotidcs arc ol.gonuCeo.iclcs .,v.-.l bind in a sequent- 
specific n,anner .„ nnc,e,e acids, such as n.m.^ o, DNA. When bound ,o mRN.^ .ha, 
has eon,p,cmen,arv sequences, antisense prevents .ranslaeion ol' .he mRN,^ ,.ve.. e . 
,0 u S Parent No, 5.,68.0s3 ,0 Ahnaan ct a,.: U.S. l-atent No, 5.,9».9:,, ro Inouyc. U.S 
P„cnt No ^ 135.9,7 ,o liurch: U,S, Patent No, 5.087.6,7 to Smith and Cusel e. a, 
||c„3, .V.,W .-Ic-i.fc lie. 27:3405-34,,. whrch dcscrtbes dunrbbe,, antt.sense 
oli..onuc,cotides,. Trrpie. n,o,ecules refer ,0 single DNA strands that b,nd duplex DN.A 
formtn. a co,,ncar tnplex rnoleeulc. thereby preventing transcription (,vee. e,,- , U,S. 
15 Patent NO. 5,,76.996 to Hogan c, a,., which descrrbcs methods ,br makrng synthetic 
oli»onuc,cotides thai bind to target sites on duplex DNA), 

Particulariy useful antisense nucleotides and tnplex n,o,ecules are 
„„,eeu,es that .are con,p,emcnta,y or b.nd ,o the sense strand of DNA or nrRNA that 
encodes a protein involved in cell proliferation, such as an oncogene or gro^«„ .actor. 
,„ ,e.. bFOr int-2. hs,-l/K.FOF, FGF-5. hst.2/reF.6. FGP-8). Other nsefu, anl.sense 
oheonaCeotides include ihose that are specific for lL-8 e,,,. U,S, Patent No, 

s;4,049, c-,v,x.. c-A,.v H-™.s „ung cancer). K-ras (breast cancer), uroktnase 
(ntelanonta,. BCL2 ( T-ce,l lymphoma,. ,0F-1 (gltoblastoma,. IGF-, receptor 
(Coblastoma). TOF-pi. and CRIPTO EOF receptor (colon cancer,. These part.cular 
05 antisense plasraids reduce tumorigenici.y m aihymie and syngeneic mtce. 

These nucleic acids or nucletc acids that encode antisense can be linked to 
bFGF for the treatment of psoriasis. Anti-sense oligonucleotides or nucleic acids 
encodine antisense specifte for noninusCe myosin heavy chain and/or en* (.vee, 
Sintons^et al, (1992) Oc, Re. 70:835-843: PCf Application WO 93/01286. U.S. 
30 application Serial No, 07/723.454: LeClere et a,, (,991) .7 A,„. CW( Car,:.., , 
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(2Suppl. .-i;:I05A; Ebbccke et al. (1992) Ba.s.c Res. Cardiol. ,V7:5S5-591) can be 
targeted by an FGF. for example to inhibit smooth muscle cell proliferation, such as 
occurs following angioplasty. 

A ribozyme is an RNA molecule that specifically cleaves RNA substrates. 
5 such as mRNA. resulting in inhibition or interference with cell grouth or e.^prcssion. 
There are at least live known classes of ribozymes involved in the cleavage and/or 
ligation of RNA chains. R.bozymes can be targeted to any RNA transcr.pt and can 
catalytically cleave such transcript (.vm . U.S. Patent No. 5.272.262: U.S. Patent No. 
5.144.019: and U.S. Patem .Nos. 5.168.05.1. 5.180.818. 5.1 16.742 and 5.093.246 to Cech 
10 et al.). Any such ribozyme or nucleic acid encoding the ribozyme may be delivered to a 
cell bearing a receptor for a receptor-internalized binding ligand. 

Ribozymes and the like may be delivered to the targeted cells by ON A 
encoding the ribozyme linked to a eukaryotic promoter, such as an eukaryotic vrai 
promoter, such that upon introduction into the nucleus, the ribozyme will be directly 
15 transcribed. In such instances, the construct will also include a nuclear translocation 
sequence, generally as part of the ligand or as part of a linker between the ligand and 
nucleic acid binding domain. 



c. Prodrugs 

A nucleic acid molecule encoding a prodrug may alternatively be used 
within the context of the present invention. Prodrugs are inactive in the host cell until 
either a sub.strate or an activating molecule is provided. Most typically, a prodrug 
activates a compoimd with little or no cytotoxicity into a toxic compound. Three of the 
more often used prodrug molecules, all of which are suitable for u.se in the present 
invention, are nitroreductase, thymidine kina.se (e.g. HSVtk) and cytosine deaminase 
(e.g. £. co/i CD). 

Briefly, a wide variety of gene products which either directly or indirectly 
activate a compound with little or no cytotoxicity into a toxic product ,:,ay be utilized 
within the context of the present invention. Representative examples of such uene 
products include HSVTK (herpes simplex virus thymidine kinase) and VZVTK 
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{varicella zoster virus thymidine kinase), which selectively phosphorylatc certain purine 
arabinosidcs and substituted pyrimidine compounds. Phosphorylation converts these 
substrates (compounds) to metabolites that are cytotoxic or cytostatic. For example, 
exposure of the drugs ganciclovir, acyclovir, or any of their analogues (c^.. FIAU, 
5 FIAC, DHPG) to cells expressing IISVTK allows conversion of the drug into its 
corresponding active nucleotide triphosphate form. 

Other gene products that may be utilized within the context of the present 
invention include E. call guanine phosphoribosyl transferase, which converts 
thioxanthme into toxic ihioxanthine monophosphate (Besnard el al.. Mol. Cell. Biol. 
10 7;41. 19-4141. 1987): alkaline phosphatase, which converts inactive phosphorylated 
compounds such as mitomycin phosphate and doxorubicin-phosphate to toxic 
dephosphorylaled compounds: fungal (e.i^.. Fusarium oxysjwnim) or bacterial cyiosine 
deaminase, which converts 5-lluorocylosine to the toxic compound 5-t1uorouracil 
(Mullen. PNAS 89:32. 1992): carboxypeplidase G2. which cleaves glutamic acid from 
1 5 para-N-bis (2-chlorocthyl) aminobcnzoyl glutamic acid, thereby creating a toxic benzoic 
acid mustard; and Pcnicillin-V amidase. which converts phenoxyacetabide derivatives of 
doxorubicin and melphalan to toxic compounds (.sec f;cncrally. Vrudhula et al.. ,/. Med 
Chem. 36:919-923. 1993: Kern et al.. Cane. Immiin. Immimother. 31:202-206. 1990). 
Moreover, a wide variety of Herpesviridae thymidine kinases, including both primate 
20 and non-primate herpesviruses, are suitable. Such herpesviruses include Herpes Simplex 
Virus Type 1 (McKnighl et al.. Nuc. Acids Res cS:5949-5964. 1980). Herpes Simplex 
Virus Type 2 {Swain and Galloway, ./. Virol. ^6:1045-1050. 1983). Varicella Zoster 
virus (Davison and Scott, ./. Gen. Virol. 67:1759-1816, 1986). marmoset herpesvirus 
(Otsuka and Kit. Virology /i5:3 16-330, 1984). feline herpesvirus type 1 (Nunbcrg et al.. 
25 ./. Virol. 65:3240-3249. 1989), pseudorabies virus (Kit and Kit. U.S. Patent No. 
4,514.497. 1985). equine herpesvirus type 1 (Robertson and Whalley. Nuc. Acids Res. 
76:1 1303-11317. 1988). bovine herpesvirus type 1 (Mittal and Field. ,/. Virol 70:2901- 
2918. 1989). turkey herpesvirus (Martin et al.. ,/. Virol. 6J:2847-2852. 1989), Marck's 
disease virus (Scott et al.. ./. Gen. Virol. 70:3055-3065. 1989). herpesvirus saimiri 
30 (Honess et al.. J. Gen. Virol. 70:3003-301 3. 1989) and Epslein-Barr virus (Baer el al.. 
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Naliire (London) 3 1(h201-1>\\. 1984). Such herpesviruses may be readily obtained from 
commercial sources such as the American Type Cuhure Collection ("ATCC". Rockville. 
Maryland). 

Furthermore, as indicated above, a wide variety oi' inactive precursors 
5 may be converted into active inhibitors. For example, thymidine kinase can 
phosphorylate nucleosides {c.^., dT) and nucleoside analogues such as ganciclovir (9- 
(f2-hydroxy-l-(hydroxymethYl) etho.xyl methyl} guanosine). famciclovir, buciclovir. 
pcnciclovir. valciclovir. acyclovir (9-[2-hydroxy ethoxy)methylj guanosine). 
triHuorothymidine. l-[2-deoxy. 2-nuoro. beta-D-arabino tiiranosyl]-5-iodouracil. ara-A 
10 (adenosine arabinoside. vivarabincj. 1 -beta-D-arabinoluranoxyl thymine. 5-cthyl-2'- 
deoxyuridine. 5-iodo-5'-amino-2.5'-didcoxyuridine. idoxuridine (5-iodo-2'- 
deoxyuridine). AZT (3' azido-3' thymidine). ddC (dideoxycytidine), AHJ (5-iodo-5" 
amino 2'. 5'-dideoxyuridinc) and AraC (cytidine arabinoside). 

Other gene products may render a cell susceptible to toxic agents. Such 
15 products include tumor necrosis factor, viral proteins, and channel proteins that transport 
drugs. 

A cytocide-encoding agent may be constructed as a prodrug, which when 
expressed in the proper cell type is processed or modified to an active form. For 
example, the saporin gene may be constructed with an N- or C-terminal extension 
20 containing a protease-sensitive site. The extension renders the protein inactive and 
subsequent cleavage in a cell expressing the appropriate protease restores enzymatic 
activity. 

d. Tumor Suppressor Genes 

25 The definition of a tumor suppressor gene has recently been broadened to 

include genes (and their products) which are subject to frequent downregulation in 
cancer, suggestive of an important tumor-suppressing activity despite the lack of 
mutation. Examples of the foregoing include cell adhesion molecules such as H-cadherin 
(GenBank Accession No. Z18923). which play a role in tissue development and 

30 epithelial cell differentiation. E-cadherin expression correlates with epithelial 
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differentiation, whereas loss of Li-cadherin expression promotes epithelial 
dcdilTerentiation and invasiveness of human carcinoma cells. 'I'hus. the restoration of F,- 
cadherin function prevents invasiveness of epithelial tumor cells. 

Htiman BGP (biliary glycoprotein) also mediates cell adhesion in a 
5 manner similar to the cadherins. Thus. BGP (GenBank Accession No. J03858) is 
another gene which may be used within the context of the present invention. 

Other tumor-suppre.s.sor genes useful according to the present invention 
include the following. It should be noted, however, that this list is not exhaustive, only 
exemplary: Rh (GenBank Accession No. Ml 5400); p53 (GenBank Accession Nos. 

10 X02469. M60950): CDKN2/F16/MTS1 (GenBank Accession No. S78535,U12818); 
PTEN/MMACl (GenBank Accession No. U92436): APC (GenBank Accession No. 
M74088); p33INGl (GenBank Accession No. AF001954): Smad4 (GenBank Accession 
No. U599I4); maspin (GenBank Accession No. U04313); von Hippel-Lindau (VHL) 
(GenBank Accession Nos. AF010238. U19763.1J68055.LJ6871 76.U49746); Wilms 

15 tumor (WTI) (GenBank Accession No. X69950); Binl (GenBank Accession No. 
U68485); Men! (GenBank .Accession Nos. U93237. U93326); Neurofibromatosis 2 
(NF2) (GenBank Acces.sion No. L27065): MXIl (GenBank Accession No. L07648): and 
FIIIT (GenBank Accession No. U46922). 

20 e. Vascularization and Tissue Repair 

A wide variety of therapeutic nucleic acid sequences encoding therapeutic 
gene products involved in vascularization, wound healing (e.g. the healing of chronic 
ulcers) and tissue repair, including the repair of connective tissue (e.g. bone), are 
appropriate for use in conjunction with the constructs, vectors and methods of the present 

25 invention. Sequences encoding the following VEGF and VEGF-related proteins and 
polypeptides are particularly useful for such applications and include the following: 
VEGF (Bovine; GenBank Accession No. M32976); VEGF (Bovine; GenBank Accession 
No. .M3I836): VEGF-C (GenBank Accession No. X94216): VEGF-B (GenBank 
Accession No. U48801); VEGF (GenBank Accession No. X62568); Angiopoictin- 1 

30 (GenBank Accession No. U83508); A\ngiogenin (GenBank Accession No. Ml 1567); 
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IGF-1 (GenBank Accession No. X03563J; IGF-II (GcnBank Accession Nos. X03562. 
M13970. M14116. iVI141l7. MHllS); HGF (GcnBank Accession Nos. X16323. 
S80567): PDGF A (GcnBank Accession No. X03795): PDGF B {GcnBank Accession 
Nos. X02744. X028il): TGFBl (GenBank Accession No. A23751); 'rGFB2 (GcnBank 
5 Accession No. A23752): and TGFB3 (GenBank Accession No. A23753). 

Slili other useful therapeutic nucleotide sequences encode the following 
molecules - many of which are particularly useful in the repair of connective tissue, such 
as bone: Pill (GenBank Accession Nos. J()0301. V00597): BMPl (GenBank Accession 
Nos. N'122488. Y08723: see also U.S. Pat. No. 5.108.922): BMP2(GcnBank .'\ccession 
10 No. M22489: also see U.S. Pat. No. 5.013.649): BMP3 (GcnBank Accession No. 
M2249I: .see al.so U.S. Pat. No. 5.116.738): BMP5 (see U.S. Pat. Nos. 5.635.373 and 
5.106.748): BMP6 (see U.S. Pat. No. 5.187.076): BMP7 (see U.S. Pat. No. 5.141.905): 
BMP8 (see U.S. Pat. No. 5.688.678): BMPIO (see U.S. Pat. No. 5637480): BiVIPl 1 (.see 
U.S. Pat. No. 5639638): mammalian BMPs (sec U.S. Pat. No. 5.620,867): tissue 
15 differentiation affecting factor (see U.S. Patent No. 5679783): niorphogenic protein OP-3 
(.see U.S. Patent No. 5652118): osteoinductive factors (see U.S. Patent No. 4877864): 
osteogenic proteins (see U.S. Patent Nos. 5.106.626. 4.968.590. and RF35694): and 
Xenopiis BMPs (see U.S. Pat. No. 5.670.338). 

The foregoing represent but a few examples of useful therapeutic 
20 sequences and gene products that may be utilized in tissue repair and revascularization. 
As noted below, many of those .same sequences are useful in the repair of connective 
tissues, such as bone, and other tissue injuries. 

For bone repair, sequences encoding bone morphogenic proteins (BMPs). 
parathyroid hormone (PTH) and insulin-like growth factors (IGFs) are of particular 
25 usefulness. The following genes are thus appropriate for use as payloads according to 
the teachings of the present invention: PTFl (GenBank Accession Nos. .100301. 
V00597): BMPl (GenBank Accession Nos. M22488. Y08723): BMP2 (GcnBank 
Accession No. M22489); BMP3 (GenBank Accession No. N422491): IGJ--1 (GenBank 
Accession No. X03563); and IGF-II (GenBank Accession Nos. X03562, Ml 3970. 
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M14116. M14117. M14118). Sequences encoding other BMPs such as BMP4. BMP5. 
BMP6. and the Uke are also useful as disclosed herein. 

f, Apoptosis-Inducinii Auents 
5 There are many agents, both of a chemical and protcinaceous nature, that 

can induce apoptosis. Therefore, apoptosis-inducing agents are also therapeutic agents 
vv.thin the context of the present invent.on. Examples of nucleotide sequences which 
encode such agents, which sequences may be delivered wUh high specif.chy using the 
vectors of the present intention, include the following. As before, this listing is 
10 exemplary and is nekher exhaustive nor limiting of the invention: p5:. (GcnBank 
Accession Nos. X02469. M60950): c-myc (GcnBank Accession No. HOI 841 )•. TNP- 
alpha (GenBank Accession No. E02870): Fas ligand (GenBank Accession No. U081 37: 
see also U.S. Pat. Nos. 5663070 and 5652210; p38-mitogen activated protein (MAP) 
kinase (GenBank Accession No. L35253 ); and IFN-gamma (GenBank Accession Nos, . 
15 E06017. A11033). 

g. fvtocidal Gene Products 

A cytocide-encoding agent is a nucleic acid molecule (e.g.. DNA or RNA) 
that upon internalization by a cell, and subsequent transcription (if DNA) and[/orl 
.0 translation into a cytocidal agent, is cytotoxic or cytostatic, to a cell, for example, by 
inhibiting cell growth through interference with protein synthesis or through disruption 
of the cell cycle. 

Cytocides include saporin. the ricins. abrin. gelonin. other ribosome 
inaetivatinu proteins. P.seuclo.nona.s exotoxin, diphtheria toxin, angiogenin. tritin. 
.5 dianthins 32 and 30. momordin. pokeweed antiviral protein, mirab.lis antiviral protein, 
bryodin. angiogenm. and shiga exotoxin, as well as other cytocides that are known to 
those of skill in the art. Inhibitors of cell cycle are well kiiown. 

DNA molecules that encode an enzyme that results in cell death or renders 
a cell .susceptible to cell death upon the addition of another product are preferred. For 
30 example, saporin is an enzyme that cleaves rRNA and inhibits protein synthesis. Other 
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enzymes that inhibit protein synthesis are especially well suited for use „, the present 
invention. Alternatively, the produet may be a ribo.yme. antisense. or other nuclc-ic acid 
molecule that '-auses cell death. 

Ribosome-inactivating protems (RIP,), which include ricin. abrin. and 
saporin. are plant proteins that catalytically inactivate eukaryotic ribosomes. R.bosomc- 
inactivatrng proteins inactivate ribosomes by interfermu with the protein elongation step 
of protem synthesis. For example, the ribosome-mact.vatu.g prote.n saporm (also 
refened to as SAP) has been shown to macfvate 60S ribo.somes by cleavage of the N- 
glycosid.c bond of the adenme at position 4324 in the rat 28S ribo.somal RNA (rRNA). 

Several structurally related ribosome inactivating proteins have been 
isolated from seeds and leaves of the plant Sapo.ana offictnuUs (soapwon) (CJB Paten. 
2.194.241 B: GP Patent 2.216.891: EP Patent 89306016). .Saporm proteins for use in this 
mvention have amino acid sequences found in the natural plant host Saponana officinalis 
(e.g.. S1£Q ID NO. 22) or modified sequences, such a.s amino ac.d sub.stitutions. 
1 5 deletions, insertions or additions, but that still express substantial ribosome inactivatinu 
activ,t>-. Several molecular isoforms of the protein are afso known. Anv of these saporm 
proteins or modified proteins that are cytotoxic may be used in the present invention. 
Other suitable saporin polypeptides include other members of the mult.-gene family 
eoding for isoforms of saponn-type ribosome inactivating proteins including SO-1 and 
20 SO-3 (Fordham-Skelton et al.. Mot. Gen. Genet. 22/:134-138. 1990). SO-2 (.vcv. e.^ 
U.S. Application Serial No. 07/885.242; GB 2.2 1 6,891 ; ,ve. also Fordham-Skelton et al 
Mol. Gen. Gene, 229:460-466. 1991 ). SO-4 (see. . GB 2.194.241 B: see also Lapp, et 
al.. Biochem. Biophys. Res. Commun. /29:934-942. 1985) and SO-5 {see. e.^.. GB 
2.194.241 B: .see al.so Monlecucchi et al., In,. ./. Pepnde Protein Res. ii:263-267, 1989). 
25 Any such protein, or portion thereof, that exhibits cytotoxicity in standard in vitro or in 
vvvo assays within at least about an order of magnitude of the saporin conjugates 
described herein is contemplated for u.se herein. 

Ribosome inactivating protein encoding DNA sequences mav use 
mammalian-preferred codons (SF.Q. ID NO. 23). Preferred eodon usage as exemplified 
30 in Ct<rrent Protocols in Moleatiar Biology, infra, and Zhang et al. (Gene 105:61 .991 ) 
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for mammals. yeasL Drosophila. E. coli. and primates is established for saporin 
sequences. 

In addition to saporin discussed above, other cytocides that inhibit protein 
synthesis are useful in the present mvention. The gone sequences for these cytoc.dcs 
5 may be isolated by standard methods, such as PCR. probe hybridization of genomic or 
cDNA hbraries. antibody screenings of expression hbrar.es. or clones may be obla.ned 
from commercial or other .sources. The DNA-sequences of man;, of these cytocides arc 
well known, including ricin A chain (GenBank Accession No. X02388): maize r.bosome 
inactivating protem (GenBank Accession No. L26305); gelonin (GenBank Acces.sion 
10 No. 1.12243: PCT Application WO 92/03155: U.S. Patent No. 5.376.546: diphtheria 
toNin (GenBank Accession No.K01722): trichosanthin (GenBank Accession 
No. N'134858): tritin (GenBank Accession No. U13795): pokeweed antiviral protem 
(GenBank Accession No. X78628); mirabilis antiviral protein (GenBank Accession 
NO.D90347); dianthm 30 (GenBank Accession No. X59260): abrm (GenBank 
15 Accession No. X55667); shiga (GenBank Accession No. M19437) and Pseiulonwnas 
exotoxin (GenBank Accession Nos. K01397. M23348). When DNA sequences or amino 
acid sequences are known. DNA molecules encoding these proteins may be synthesized, 
and may contain mammalian-preferred codons. 

Ihe therapeutic product-encoding agent, such as saporin DNA sequence. 
20 is introduced into a plasmid in operative linkage with an appropriate promoter for 
expression of polypeptides in the organism. The plasmid can optionally include 
sequences, such as origins of replication that allow for the extrachromosomal 
mamicnance of the saporin-containing plasmid. or can be designed to integrate into the 
genome of the host (as an alternative means to ensure stable maintenance in the host). 
25 In addition to .saporin discussed above, other cytocides that inhibit protein 

synthesis are useful in the present invention. The gene sequences for these cytocides 
may he isolated by standard methods, such as PCR. probe hybridization of genomic or 
cDNA libraries, antibody screenings of expression libraries, or clones may be obtained 
from commercial or other sources. The DNA sequences of many of these cytocides are 
30 well known, including ricin A chain (GenBank Accession No. X02388): maize ribosome 
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inactivating protein (GenBank Accession No. L26305); gelonin (GenBank Accession 
No. L12243: PCT Application WO 92/03155: U.S. Patent No. 5.376.546; diphtheria 
toxin (GenBank Accession No. K01722): trichosanthin (GenBank Accession 
No. M34858); tritin (CienBank Accession No. D13795); pokcvvced antiviral protein 
5 (GenBank Accession No. X78628); mirabilis antiviral protein (GenBank Acce.ssion 
NO.D90347): dianthin 30 fGcnBank Accession No. X59260): abrin (GenBank 
Accession No. X55667); shiga (GenBank Accession No. Ml 9437) and Pseuclomonas 
exotoxin (GenBank Accession Nos. K01397. M23348). When DNA .sequences or amino 
acid sequences are known. DNA molecules encoding these proteins may be synthesized, 
and may contain mammalian-pretcrred codons. 

- Promoters and Additional Iiiements 

A therapeutic product-encoding agent of the present invention, such as a 
DNA sequence, is generally introduced into a plasmid in operative linkage with an 
appropriate promoter lor expression of polypeptides in the recipient cells. The plasmid 
can optionally include sequences such as origins of replication that allow for the 
extrachromosomal maintenance of the saporin-containing plasmid, or can be designed to 
mtegrate into the genome of the host (as an alternative means to ensure stable 
maintenance in the host). 

In general, constructs will al.so contain elements necessary for 
transcription and translation. The choice of the promoter will depend upon the cell type 
to be transformed and the degree or type of control desired. Promoters can be 
constitutive or active in any cell type. tis.sue spccillc. cell specific, event specific, 
temporal-specific or inducible. Cell-type specific promoters and event type specific 
promoters are preferred. H.xamples of constitutive or nonspecific promoters include the 
SV40 early promoter (U.S. Patent No. 5.118.627). the SV40 late promoter (U.S. Patent 
No. 5.1 18.627). CMV early gene promoter (U.S. Patent No. 5.168.062). and adenovirus 
promoter, in addition to viral promoters, cellular promoters are afso amenable within the 
context of this invention, in particular, cellular promoters for the so-called housekeeping 
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genes are useful. Viral promoters arc preferred, because generally they are stronger 
promoters than cellular promoters. 

Tissue specific promoters are particularly useful for expression in a wide 
variety of cells, including endothelial and smooth muscle cells. By using one of this 
5 class of promoters, an extra margin of specificity can be attained. SMC-specific 
promoters are particularly useful in targeting proliferative diseases involving SMC. For 
example. FOFR promoter. KGFR promoter. PDGF receptor promoter, integrin receptor 
promoters, a-actin promoter, SMI and SM2 myosin heavy chain promoters, calponin-hl 
promoter. SM22 alpha angiotensin receptor promoter, are useful within the context of 
]() this invention. 

Exemplary tissue-specific promoters include alpha-crystalline, tyrosinase, 
a-fetoprotein. prostate specific antigen, CEA. a-actin. VEGF receptor. erh[i-2. C-myc. 
cyclin D. FGE receptor, gamma-crystalline promoter, tek. tie. urokinase receptor. H- 
selectin. P-selectin, VCAM-1. endoglin, endosialin. alphay integrin. P, integrin. 

15 endothelin-1, lCAM-3, E9. von Willebrand Factor, CD-44. CD40. vascular endothelial 
cadherin. notch 4 and high molecular weight melanoma-associated antigen. 

Endothclial-specific promoters are especially useful in targeting 
proliferative diseases involving endothelial cells. For treating diseases dependent or 
exacerbated by angiogenesis or primary angiogenic diseases, the following promoters are 

20 especially useful: VEGF-receptor promoter (Morishita ct al.. ,/. Biol. Chcm. 27(9:27948, 
1995: GenBank Accession No. X89776): FGF receptor promoter: TEK or tie 2 promoter, 
a receptor tyrosine kinase expressed predominately in endothelium of actively growing 
blood vessels (Huang et al.. Oncogene / 7:2097, 1995; GenBank Accession No. L06139); 
tie (WO 96/09381: Korhonen et al.. lilood tV(5:1828, 1995: GenBank Accession No. 

25 X60954: GenBank Accession No. S89716): urokinase receptor, which is expressed at 
high levels in endothelial cells during angiogenesis (Hollas et al.. Cancer Re.s. 57:3690. 
1991: Gimi et al.. Ami-Cancer Res. 15:1 167, 1995: Soravia el al.. Blood <V6:624. 1995: 
GenBank Accession No. S78532): E- and P-selectin. which has increased expression in 
endothelium of tumors, such as breast (Fox et al.. ./. Pathol. / 77:369. 1995: Biancone ct 

30 al.. J. Exp. Med. JS3:58\. 1996: GenBank Accession No. M64485: GenBank Accession 
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No. [.01874); VCAiVI-l (ladcmaico ct al.. ./. Biol. Chem. 2/5":16323, 1992: GenBank 
Accession No. N492431): endoglin. which i.s upregulated in the vasculature of tumors 
(Bt-'Ilon ct al.. Eur. J. Immunol. 2i:2340. 1993; Gougos and l,etarte. ./. Biol. Chem. 
265:8361, 1990; GenBank Accession No. HSnNDOG); cndosialin. expressed 
5 preferentially in tumor capillaries (Rettiu et al.. PNAS -S'i^: 10832, 1992); alpha V-beta3 
integrin (Villa-Garcia cl al.. Blood 3:668. 1994; [Donahue et al.. BB.l 1219:228. 1994); 
cndothelin-1. a growth factor for endothelial cells (GenBank Accession No. M25377; 
GenBank Accession No. J04819; GenBank Accession No. J05489); lCAM-3. expressed 
in tumor endothelium (Patey et al.. Am. .J. Pciihol. /-/,S':465. 1996; Fox ct al., ./. Paih. 

10 / "7:369. 1995; GenBank Accession No. S50015): E9 antigen, upregulated in tumor 
endothelium (Wang el al.. Iiu. ./. Cancer 5-/:36j. 1993); von Willebrand factor (Jahroudi 
and Lynch. Mol. Cell. Biol. /-/:999. 1994: GenBank Accession No. IIUMVWFI: 
GenBank Accession No. [lUMVWFA): CD44 (llofniann et al.. Cuncer Res. 5J:1516. 
1993; Maltzman et al.. Mol. Cell. Biol. 7(5:2283, 1996; GenBank Accession No. 

15 HUMCD44B); CD40 (Pammcr cl al.. Am. J. Pathol. 148:\2>81. 1996; GenBank 
Accession No. HACD40L; GenBank .Accession No. HSCD405FR); vasciilar-endothelial 
cadherin, highly expressed in endothelial cells of hemangiomas (Martin-Padura et al.. J. 
Pathol. /7i:51, 1995); notch 4 (Uyttendaele et al.. Development 122:2251. 1996) and 
high molecular weight melanoma-associated antigen. 

20 Inducible promoters may al.so be used. These promoters include MMTV 

LTR (PCT WO 91/13160), inducible by dexamethasone. metallolhionein, inducible by 
heavy metals, and promoters with cAMP response elements, inducible by cAMP. By 
using an inducible promoter, the nucleic acid may be delivered to a cell and will remain 
quiescent until the addition of the inducer. This allows further control on the timing of 

25 production of the gene product. 

Event-type specific promoters are active or up-regulated only upon the 
occurrence of an event, such as tumorigenicity or viral infection. The HIV LTR is a well 
known example of an event-specific promoter. The promoter is inactive unless the tat 
gene product is present, which occurs upon viral infection. Some event-type promoters 

30 arc also tissue-specific. 
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Additionally, promoicrs that are coord.nately regulated with a particular 
cellular gene may be used. For example, promoters of genes that are coordinalcly 
expressed when a particular FGF receptor gene .s expressed may be used. Then, the 
nucleic acid will be transcribed when the FGF receptor, such as FGFRl. is expressed. 
5 and not when 1-GFR2 is expressed. This type of promoter is especially useful when one 
knows the pattern of FGF receptor expression in a particular tissue, .so that specilk cells 
within that tissue may be killed upon transcription of a cytoloMC agent gene without 
affecting the surrounding tissues. 

If the domain binds in a sequence specitlc manner, the construct must 
10 contain the sequence that binds to the nucleic acid binding domam. .'\s described below, 
the target nucleotide sequence may be contained within the coding region of the cytocide. 
in which ca.se. no additional sequence need be incorporated. .Additionally, it may be 
desirable to have multiple copies of target sequence. If the target sequence is coding 
sequence, the additional copies must be located in non-coding regions of the cytocide- 
1 5 encoding agent. The target sequences of the nucleic acid binding domains are typically 
generally known. If unknown, the target sequence may be readily determined. 
Techniques are generally available for establishing the target sequence (e.g., .see PCT 
Application WO 92/05285 and U.S. Serial No. 586.769). 

In addition to the promoter, repressor sequences, negative regulators, or 
20 tissue-specific silencers may be inserted to reduce non-specific expression of the 
cytocide or prodrug. Multiple repressor elements may be inserted in the promoter region. 
Repression of transcription is independent on the orientation of repressor elements or 
di.stance from the promoter. One type of repressor sequence is an insulator sequence. 
Such sequences inhibit transcription (Dunaway et al.. Mol Cell Biol H: 182-9. 1997; 
25 G^y.x\^ti^\..Proc Nail Acad Svi USA 93:931H-r.. 1996. Chan et al., ./ f'Vro/ 7«: 5312- 
28. 1996; Scott and Geyer. EMDO J 14: 6258-67. 1995: Kalos and Fournier. Mol Cell 
Biol 15: 198-207. 1995: Chung et al.. Cell 74: 505-14. 1993) and will silence background 
transcription. 

Negative regulatory elements have been characterized in the promoter 
30 regions of a number of different genes. The repressor clement functions as a repressor of 
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transcription in the absence of factors, such as steroids, as does the NSlr: in the promoter 
region of the ovalbumin gene (Haecker et al.. Mol. Endocnnolo^^y 9:1 113-1 126. 1995). 
These negative regulatory elements bind specific protein complexes from oviduct, none 
of which are sensitive to steroids. Three different elements are located in the promoter of 
5 the ovalbumin gene. Oligonucleotides corresponding lo portions of these elements 
repress viral transcription of the TK reporter. One of the silencer elements shares 
.sequence identity with silencers in other genes (TCTCTCCNA). 

Repressor elements have also been identified in the promoter region of 
collagen II gene. Gel retardation studies showed that nuclear factors from IleLa cells 
0 bind specifically to DNA fragments containing the silencer region, whereas chondrocyte 
nuclear extracts did not show any binding activity (Savangcr el al., ./. Biol. Chcm. 
-Mj(]2):6669-6674. 1990). Repressor elements have also been shown to regulate 
tran.scription in the carbamyl phosphate synthetase gene (Goping et al., Nucleic Acid 
Research 2i(l 0): 17 1 7- 1 72 1 . 1995). This gene is expressed in only two differem cell 
5 types, hepatocytes and epithelial cells of the intestinal mucosa. Negative regulatory 
regions have also been identified in the promoter region of the choline acetyitransfera.se 
gene, the albumin promoter fllu et al.. ,/. Cell Growth Differ. J{9):577-588. 1992). 
phosphoglycerate kinase {PGK-2) gene promoter (Misuno et al.. Gene 7 /9(2):293-297. 
1992). and in the 6-phosphofructo-2-kinase/fructose-2. 6-bisphosphatase gene, in which 
the negative regulatory element inhibits transcription in non-hepatic cell lines (l.emaigre 
et al.. M„l. Cell BioL 7/(2): 1099-1 106). Furthermore, the negative regulatory element 
Tse-I has been identified in a number of liver specific genes, including tyrosine 
aminotransferase (TAT). TA I gene expression is liver specific and inducible by both 
glucocorticoids and the cAMP signaling pathway. The cAMP response element (CRE) 
has been shown to be the target for repression by Tse-1 and hepatocyte-specific elements 
(Boshartet ai.. Cell 6l{5):905-^)\6. 1990). 

In preferred embodiments, eleinents that increase the expression of the 
desired product are incorporated into the construct. Such elements include internal 
ribosome binding sites (IRES; Wang and Siddiqui. Cwr. Top. Microbiol hmminol 
203:99. 1995: Ehrenfeld and Semler. Cior. Top. Microbiol, hmmmol. 203:65. 1995: 
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Rees. et al.. Biolechnkiiies 2i):\02. 1996; Sugimoto et al.. Biolcchnolo^y! 2:694. 1994). 
IRES increase translation efficiency. As well, other sequences may enhance expression. 
For some yenes. sequences especially at the 5' end inhibit transcription and/or 
translation. These sequences are usually palindromes that can form hairpin structures. 
5 Any such sequences in the nucleic acid to be delivered are generally deleted. Kxpression 
levels of the transcript or translated product arc assayed to confirm or ascertain which 
sequences affect expression. Transcript levels may be assayed by any known method, 
including Northern blot hybridization. Rnase probe protection and the like. Protein 
levels mav be assayed by any known method, including El.lSA. 

10 Other elements may be incorporated into the construct. In preferred 

embodiments, the construct includes a transcription terininalor sequence, including a 
polyadcnylation sequence, splice donor and acceptor sites, and an enhancer. Other 
elements useful for expression and maintenance of the construct in mammalian cells or 
other cukaryotic cells may also be incorporated {e.^'., origin of replication). Because the 

15 constructs are conveniently produced in bacterial cells, elements that arc neces.sary or 
enhance propagation in bacteria are incorporated. Such elements include an origin of 
replication, selectable marker and the like {sec discussion below). 

An additional level of control for initiating expression of the nucleic acid 
only in appropriate cells or enhancing uptake of complex is the delivery of two 

20 constructs, one of which encodes the cytocide and the other construct encodes a second 
gene that controls expression of the promoter driving the cytocide or prodrug or enhances 
uptake of the coinplexes into tumor masses or other target cells. By way oi" example, on 
one construct, the cytocide encoding agent is controlled by a promoter, such as a heat 
shock promoter, 'fhe second construct is a gene, such as a gene that elicits SOS pathway 

25 under control of a tumor-specific promoter. The two constructs are co-delivered or 
sequentially delivered. When delivered into tumor cells, the SOS gene is expressed and 
results in causing expression of the cytocide-cncoding agent. In this case, the two 
constructs could be merged into one construct. 

In the other type of multiple delivery system, the first construct is a 

30 cvtocide gene under control of a promoter, such as those described above. The second 
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construct comprises a dilTercnt promoter controlling expression of a gene, such as !L-2. 
that inducjs leakiness in a tumor mass to allow better penetration. When the second 
construct is introduced first, the tumor mass will be more readily accessible for the fust 
construct to be delivered. 

Typically, the conslrticts are plasmid vectors. A preferred construct is a 
modified pNASS vector (Clontech. Palo Alto. CA). In the modified vector, amp. R gene 
is replaced by kan. R gene, a poly A signal sequence is added up.stream of the 
mammalian promoter. A T7 promoter is added downstream of the mammalian promoter 
and upstream of the cytocide or prodrug gene to facilitate verification of cytotoxic 
activity. Other suitable mammalian expression vectors are well known (sec. c. 
Ausubcl et al.. 1995: Sambrook el al.. supra; Invitrogen catalogue. San Diego. C.-\; 
Novagen, Madison. WJ; Pharmacia catalogue. Lippsala. Sweden; and others). 

Formulation and Administration of Pharmaceutical Coinpositions 

The retargeted viral vectors and complexes provided herein are useful in 
the treatment and prevention of various diseases. While certain diseases arc listed below 
as examples, it is to be understood that the vectors, complexes, conjugates, and other 
constructs disclosed herein are useful in a wide variety of therapeutic applications, 
including the treatment of proliferative disease, quiescent disease, and metabolic disea.se. 
As noted previously, the origin of the disea.se is irrelevant; thus, whether the condition or 
disease is genetic, congenital, or acquired, the compositions and methods of the present 
invention are particularly useful in therapeutic interventions. 

As used herein, "treatmenf ' or '"therapy" means any manner in which the 
symptoms of a condition, disorder or di.sease are ameliorated or otherwise beneficiallv 
altered. Treatment also encompas.ses any pharmaceutical use of the compositions herein, 
whether .said uses are in vivo, cx vivo, or in vitro. As used herein, "amelioration" of the 
symptoms of a particular disorder refers to any lessening, whether permanent or 
temporary, lasting or transient, that can be attributed to or associated with administration 
of the composition. 
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1 . Treatment of tumors 

As noted above, the compositions of the present invention are used to treat 
tumors. In these diseases, cell growth is excessive or uncontrolled. Tumors suitable for 
treatment within the context of this invention include, but are not limited to. breast 
5 tumors, gliomas, melanomas, prostate cancer, hepatomas, .sarcomas, lymphomas, 
leukemias. ovarian tumors, thymomas, nephromas, pancreatic cancer, colon cancer, head 
and neck cancer, stomach cancer, lung cancer, mesotheliomas, myeloma, neuroblastoma, 
retinoblastoma, cervical cancer, uterine cancer, and .squamous cell carcinoma of skin. As 
discussed above, ligands for these cancers bind to cell surface receptors that are generally 
10 preferentially expres.sed in tumors. Many of these cell surface receptors and their ligands 
are known. For tumors without such ligand-receptor pairs, ligands. such as antibodies, 
can be developed. 

Through delivery of the compositions of the present invention, unwanted 
growth of cells may be slowed or halted, thus ameliorating the disease. 'I'he methods 

15 utilized herein specifically target and kill or halt proliferation of tumor cells having 
receptors for the ligand on their surfaces. This treatment is suitable for warm-blooded 
animals: mammals, including, but not limited to. humans, horses, dogs, and cats, and for 
non-mammals, such as avian species. Methods of treating such animals with these FGF 
conjugates are provided herein. The.se conjugates are shown to be effective against 

20 tumors, as well as against other pathophysiological conditions caused by a proliferation 
of cells which are sensitive to FGF mitogenic stimulation. 

2. Treatment of SMC Disorders 

The conjugates may be used to treat or prevent atherosclerosis and 
25 stenosis, a process and the resulting condition that occurs following angioplasty in which 
the arteries become recloggcd. Generally, treatment of atherosclerosis involves widening 
a stenotic vascular lumen, permitting greater blood How and oxygenation to the distal 
tissue. Unfortunately, these procedures induce a normal wound healing rcspon.se in the 
vasculature that results in restenosis. Of the three components to the normal vascular 
30 response to iniur>'. thrombosis, elastic recoil and smooth mu.scle cell proliferation, anti- 
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thrombotics/platclei inhibitors and vascular stents effectively address acute/siibaciite 
thrombosis and elastic recoil, respectively. However, no therapy can modify the vascular 
remodeling that is due lo proliferation of smooth muscle cells at the lesion, their 
deposition of extracellular matrix and the subsequent formation of a neointima. 
5 Accordingly, restenosis remains a significant clinical problem. 

Wound response al.so occurs after other interventions, such as balloon 
angioplasty of coronary and peripheral ve.s.sels. with or without stenling: carotid 
endarterectomies: vein grafts; and synthetic grafts in peripheral arteries and arteriovenous 
shunts. Although the time course of the wound response is not well delined. if the 
10 response can be suppressed for a short term (approximately 2 weeks), a long term benefit 
is achieved. 

3. I reatment of Amziogcnic Diseases 

As noted above, the compositions of the present invention are used to treat 
15 angiogencsi.s-dependent diseases. In these di.scases. vascular growth is excessive or 
allows unwanted growth of other tissues by providing blood supply. These diseases 
include angiofibroma, arteriovenous malformations, arthritis, atherosclerotic plaques, 
corneal graft neova.sculari/ation. delayed wound healing, diabetic retinopathy, 
granulations due lo burns, hemangiomas, hemophilic joints, hypertrophic scars. 
20 ncovascular glaucoma, nonunion fractures. Osler-weber syndrome, psoriasis, pyogenic 
granuloma, retrolental fibroplasia, scleroderma, solid tumors, trachoma, and vascular 
adhesions. 

By inhibiting vessel formation (angiogenesis). unwanted growth mav be 
slowed or halted, thus ameliorating the di.sease. In a normal vessel, a single layer of 
25 endothelial cells lines the lumen. Growth of a vessel requires proliferation of endothelial 
cells and smooth mu.scle cells. As such, the present invention provides nucleic acid 
delivery vehicles that bind lo cell surface molecules (receptors) via a ligand and 
internalize, thus delivering a nucleic acid molecule. 
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4. Positive Gene I herapv 

The molecules, constructs and methods of the present invention niciy also 
be useful in a wide variety of so-called ""positive gene therapy"" applications. Since 
positive gene therapy applications have been discussed in detail in earlier sections of the 
5 specification, that information will not be repeated herein. Nevertheless, it should be 
apparent to one of skill in the art that the molecules, constructs and methods of the 
present invention are able to effect a treatment upon or within a cell, generally by 
modifying gene transcription of translation, which makes them ideal in a variety of 
"'positive" gene therapy applications, such as the stimulation of wound repair and bone 
10 regrowth. 

A wide variety of positive gene therapy applications and therapeutic gene 
products have thus been described above and include such diverse applications as the 
treatment of ischemia, the promotion of wound healing, the stimulation of bone growth 
and regrowth. increased vascularization, and the like. The augmentation or replacement 
15 of a "defective" or nonfunctional gene with one that produces the desired gene product is 
also considered ""positive" gene therapy, whether one is replacing a dysfunctional or 
nonfunctional regulatory sequence or a sequence that encodes a structural protein. 

5. Preparation of Pharmaceutical Auents 

20 Pharmaceutical carriers or vehicles suitable for administration of the 

conjugates and complexes provided herein include any such carriers known to those 
skilled in the art to be suitable for the particular mode of administration. In addition, the 
conjugates and complexes may be formulated as the sole pharmaceutically active 
ingredient in the composition or may be combined with other active ingredients. 

25 The conjugates and complexes can be administered by any appropriate 

route, for example, orally, parenterally. including intravenously, intradermally. 
subcutaneously. or topically, in liquid, semi-liquid or solid form and are formulated in a 
manner suitable for each route of administration. Preferred modes of administration 
depend upon the indication treated. Dermatological and ophthalmologic indications will 
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typically be treated locally: whereas, tumors and restenosis, will typically be treated by 

systemic, intradermal, or intramuscular modes of administration. 

The conjugates and complexes herein may be formulated into 

pharmaceutical compositions suitable for topical, local, intravenous and systemic 
5 application. For ophthalmic uses, local administration, either by topical administration 

or by injection is preferred. 

Time release formulations are also desirable, irrespective of the route or 

form in which the conjugates and complexes of the present invention are administered. 

Effective concentrations of one or more of the conjugates and complexes are mi.xed with 
10 a suitable pharmaceutical carrier or vehicle. As used herein an "effective amount" of a 

compound for treating a particular di.sea.se is an amount that is sufficient to ameliorate, or 

in some manner reduce the symptoms associated with the disease. Such amount may be 

administered as a single dosage or may be administered according to a regimen, whereby 

it is effective. The amount may cure the disease but. typically, is administered in order to 
15 ameliorate the symptoms of the disease. Repeated administration may be required to 

achieve the desired amelioration of .symptoms. 

As used herein, "an effective amount" is that amount which, in the 

composition administered and by the technique administered, provides an amount of 

therapeutic agent to the involved tissues sufficient to prevent or reduce cell proliferation 
20 or to ameliorate quiescent or metabolic disease. 

The concentrations or amounts of the conjtigales and complexes that are 

effective requires delivery of an amount, upon administration, that ameliorates the 

symptoms or treats the disease. Typically, the compositions are formulated for single 

dosage administration. Therapeutically effective concentrations and amounts may be 
25 determined empirically by testing the conjugates and complexes in known //) viiro and in 

vivo systems, such as those described here: dosages for humans or other animals may 

then be extrapolated therefrom. 

The conjugate is included in the pharmaceulically acceptable carrier in an 

amount sufficient to e.xert a therapeutically useful effect in the ab.sence of undesirable 
30 side effects on the patient treated. The conjugates may be delivered as pharmaceutically 



wo 98/40508 



85 



PCTAJS98/04964 



acceptable salts, esters or other derivatives of the conjugates include any sails, esters or 
derivatives that may be readily prepared by those of skill in this art using known methods 
for such dcrivatization and that produce compounds that may be administered to animals 
or humans without substantial toxic effects, it is understood that number and degree of 
5 side effects depends upon the condition for which the conjugates and complexes are 
administered. For example, certain toxic and undesirable side effects are tolerated when 
treating life-threatening illnesses, such as tumors, that would not be tolerated when 
treating disorders of lesser consequence. The concentration of conjugate in the 
composition will depend on absorption, inactivation and excretion rates thereof, the 
10 dosage schedule, and amount administered as well as other factors known to tho.se of 
skill in the art. 

Preferably, the conjugate and complex are substantially pure. .As used 
herein, "substantially pure" means sufficiently homogeneous to appear free of readily 
detectable impurities as determined by standard methods of analysis, such as thin layer 

15 chromatography (TLC). gel electrophoresis, high performance liquid chromatography 
(HPLC). used by tho.se of skill in the art to as.se.ss such purity, or sufficiently pure such 
that further purification would not delectably alter the physical and chemical properties, 
such as enzymatic and biological activities, of the substance. Methods for purification of 
the compounds to produce substantially chemically pure compounds are known to iho.se 

20 of skill in the art. A substantially chemically pure compound may, however, be a 
mixture of stereoi.somers. in such instances, fuither purification might increase the 
specific activity of the compound. 

The conjugates and complexes may be formulated for local or topical 
application, such as for topical application to the skin and mucous membranes, such as in 

25 the eye. in the form of gels, creams, and lotions and for application to the eye or for 
intracisternal or intraspinal application. Such solutions, particularly those intended for 
ophthalmic use. may be formulated as 0.01% -10% isotonic solutions, pH about 5-7. with 
appropriate salts. The ophthalmic compositions may also include additional components, 
such as hyaluronic acid. The conjugates and complexes may be formulated as aerosols 

30 for topical application {sec. e.g.. U.S. Patent Nos. 4.044.126. 4.414.209. and 4.364.923). 
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Solutions or suspensions used for parenteral, intradermal, subcutaneous, 
or topical application can include any of the following components: a sterile diluent, such 
as water for injection, saline solution, fixed oil, polyethylene glycol, glycerine, propylene 
glycol or other synthetic solvent: antimicrobial agents, such as benzyl alcohol and methyl 
5 parabcns; antioxidants, such as ascorbic acid and sodium bisulfite: chelating agents, such 
as ethylencdianiinetctraacetic acid (EDTA); buffers, such as acetates, citrates and 
phosphates: and agents for the adjustment of toxicity such as .sodium chloride or 
dextrose. Parental preparations can be enclosed in ampules, disposable syringes or 
multiple dose vials made of glass, plastic or other suitable material. 

10 If administered intravenously, suitable carriers include physiological 

saline or phosphate buffered saline (PBS), and solutions containing thickening and 
solubilizing agents, such as glucose, polyethylene glycol, and polypropylene glscol and 
mixtures thereof Liposomal suspensions may afso be suitable as pharmacculically 
acceptable carriers. The.se may be prepared according to methods known to those skilled 

1 5 in the art. 

l.ipon mixing or addition of the conjugaic(s) with the vehicle, the resulting 
mixture may be a solution, suspension, emulsion or the like. The form of the resulting 
mixture depends upon a number of i'actors, including the intended mode of 
administration and the solubility of the conjugate in the selected carrier or vehicle. The 

20 effective concentration is sufficient for ameliorating the symptoms of the disease, 
disorder or condition treated and may be empirically determined based upon in vitro 
and/or in vivn data, such as the data from the mouse xenograft model for tumors or rabbit 
ophthalmic model. If necessary, pharmaceutical ly acceptable .salts or other derivatives of 
the conjugates and complexes may be prepared. 

25 The active materials can also be mixed with other active materials, that do 

not impair the desired action, or with materials that supplement the desired action, 
including viscoclastic materials, such as hyaluronic acid, which is sold under the 
trademark HEAl.ON (solution of a high molecular weight (MW of about 3 millions) 
fraction of sodium hyaluronate: manufactured by Pharmacia. Inc. see. e.^.. U.S. Patent 

30 Nos. 5.292.362. 5.282.851. 5.273.056. 5.229.127. 4.517.295 and 4.328.803). VISCOAT 
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(tliiorine-containing (mcih)acrylates. such as. 1 11,1 M.2H.2H-hc'ptci- 
decanuorodecylmethacryiate: see. e.^.. U.S. Patent Nos. 5.278.126. 5.27.3,751 and 
5.214.080: commercially available from Alcon Surgical, Inc.). ORCOLON (see. e.g., 
U.S. Patent Nos. 5.273.056; commercially available from Optical Radiation 
5 Corporation). mcthylcellulo.se. methyl hyaluronatc. polyacrylamido and 
polymethacrylamide {.s-ee. e.g.. U.S. Patent No. 5,273.75 1 ). The viscoelastic materials 
are present generally in amounts ranging from about 0.5 to 5.0%, preferably 1 to 3% by 
weight of the conjugate material and serve to coat and protect the treated tissues. The 
compositions may also include a dye. such as methylene blue or other inert dye. so that 
1 0 the composition can be seen when injected into the eye or contacted with the surgical site 
during surger}'. 

The conjugates and complexes may be formulated for local or topical 
application, such as for topical application to the skin and mucous membranes, such as in 
the eye. in the form of gels, creams, and lotions and for application to the eye. Such 

15 solutions, particularly those intended for ophthalmic use. may be formulated as 0.01%- 
10% isotonic solutions, pll about 5-7, with appropriate salts. Suitable ophthalmic 
solutions are known {sea. e.g.. U.S. Patent No. 5. 1 1 6.868. which describes typical 
compositions of ophthalmic irrigation solutions and solutions for topical application). 
Such solutions, which have a pH adjusted to about 7.4. contain, for example. 90-100 mM 

20 .sodium chloride, 4-6 miVI dibasic potassium phosphate. 4-6 mM dibasic .sodium 
phosphate. 8-12 mM sodium citrate. 0.5-1.5 mM magnesium chloride, 1.5-2.5 mM 
calcitmi chloride. 15-25 mM sodium acetate. 10-20 mM D.L. -sodium fJ-hydroxybutyrate 
and 5-5.5 mM glucose. ■ 

The conjugates and complexes may be prepared with carriers that protect 

25 them against rapid elimination from the body, .such as time release formulations or 
coatings. Such carriers include controlled release formulations, such as. but not limited 
to. implants and microencapsulated delivery systems, and biodegradable, biocompatible 
polymers, such as carboxymethylcellulose. ethylene vinyl acetate, polyanhvdrides. 
polyglycolic acid, polyorthoesters, polylactic acid and others. For example, the 

30 composition may be applied during surgery' using a sponge, such as a commercially 
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available surgical sponges {see. U.S. Patent Nos. 3,956.044 and 4.045.238: available 
from Week. Alcon, and .Mentor), that has been soaked in the composition and that 
releases the composition upon contact with the eye. These are particularly useful for 
application to the eye for ophthalmic indications following or during surgery in which 
5 only a single administration is possible. The compositions may also be applied in pellets 
(such as E-lvax pellets - ethylene-vinyl acetate copolymer resin): about 1- 5 ug of 
conjugate per ! mg resin) that can be implanted in the eye during surgery. 

If oral administration is desired, the conjugate should be provided in a 
composition that protects it from the acidic environment of the stomach. For example, 

10 the composition can be formulated in an enteric coating that maintains its integrity in the 
stomach and releases ihc active compound in the intestine. The composition may also be 
formulated in combination with an antacid or other such ingredient. 

Oral compositions will generally include an inert diluent or an edible 
carrier and may be compressed into tablets or enclo.scd in gelatin capsules. For the 

15 purpose of oral therapeutic administration, the active compound or compounds can be 
incorporated with excipients and u.sed in the form of tablets, capsules or troches. 
Pharmaccutically compatible binding agents and adjuvant materials can be included as 
part of the composition. 

The tablets, pills, capsules, troches and the like can contain any of the 

20 following ingredients, or compounds of a similar nature: a binder, such as 
microcrystalline cellulose, gum tragacanlh and gelatin: an excipient such as starch and 
lactose, a disintegrating agent such as. but not limited to. alginic acid and corn starch: a 
lubricant such as. but not limited to. magnesium stearate: a glidant, such as. but not 
limited to. colloidal silicon dioxide; a sweetening agent such as sucrose or saccharin: and 

25 a flavoring agent such as peppermint, methyl salicylate, and fruit flavoring. 

When the dosage unit form is a capsule, it can contain, in addition to 
material of the above type, a liquid carrier such as a fatty oil. In addition, dosage unit 
forms can contain various other materials which modify the physical fomi of the do.sage 
unit, for example, coatings of sugar and other enteric agents. The conjugates and 

30 complexes can also be administered as a component of an elixir, suspension, syrup. 
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wafer, chewing gum or ihc like. A syrup may contain, in addition to iho active 
compounds, sucrose as a sweetening agent and certain preservatives, dyes and colorings 
and flavors. 

The active materials can also be mixed with other active materials that do 
5 not impair the desired action, or with materials thai supplement the desired action, such 
as cis-plalin for treatment of tumors. 

Finally, the compounds may be packaged as articles of manufacture 
containing packaging material, one or more conjugates and comple.Kes or compositions 
as provided herein within the packaging material, and a label that indicates the indication 
1 0 for which the conjugate is provided. 



6. Administration 

Typically a therapeutically effective do.sage should produce a serum 
concentration of active ingredient of from about O.l ng/ml to about 500 |.ig/ml. The 
15 phanraceutical composhions typically should provide a dosage of from about 0.0! 
mg/kg to about 100 - 2000 mg/kg of conjugate, depending upon the conjugate. Local 
application for ophthalmic disorders and dcrmatological disorders should provide about 1 
ng up to 100 i^g, preferably about 1 ng to about 10 |.ig. per single dosage administration. 
It is understood that the amount to administer will be a function of the conjugate 
20 .selected, the indication treated, and possibly the side effects that will be tolerated. 

Therapeutically effective concentrations and amounts may be determined 
for each application herein empirically by testing the conjugates and complexes m 
known in vitro and in vivo systems {e.;^.. murine, rat. rabbit, or baboon models), such as 
those described herein; dosages for humans or other animals may then be extrapolated 
25 therefrom. The rabbit eye model is a recognized model for studying the effects of 
topically and locally applied drugs {see. e.^.. U.S. Patent Nos. 5.288.735. 5.263.992. 
5.262.178, 5.256.408. 5.252.319. 5.238.925. 5,165.952; see also Mirate el al., Ciin: Eye 
Res. /:49 1-493, 1981). 

The active ingredient may be administered at once, or may be divided into 
30 a number of smaller doses to be administered at intervals of lime. It is understood that 
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the precise dosage and duration of ircatnient is a function of the disease being treated and 
may be deiennincd empirically using known testing protocols or by extrapolation from //) 
vivo or in viiro test data. It is to be noted that concentrations and dosage values may also 
vary with the severity of the condition to be alleviated. It is to be further understood that 
5 for any particular subject, specific dosage regimens should be adjusted over time 
according to the individual need and the professional judgment of the person 
administering or supervising the administration of the compositions, and that the 
concentration ranges set forth herein are exemplary only and are not intended to limit the 
scope or practice of the claimed compositions. 

10 

7- Therapeutic Sequences and Compositions 

A therapeutic nucleotide composition of the present invention comprises a 
nucleotide sequence encoding a therapeutic molecule as described herein. As noted 
above, a therapeutic nucleotide composition may further comprise an enhancer element 
15 or a promoter located 5' to and controlling the expression of said therapeutic nucleotide 
sequence or gene. The promoter is a DNA segment that contains a DNA sequence that 
controls the expression of a gene located 3' or downstream of the promoter. The 
promoter is the DNA sequence to which RNA polymerase specifically binds and initiates 
RNA synthesis (transcription) of that gene, typically located 3' of the promoter. 
2^ ''"'i^' subject therapeutic nucleotide composition consists of a nucleic acid 

molecule that comprises at least 2 different operatively linked DNA segments, 'fhe DNA 
can be manipulated and amplified by PCR and by using the standard techniques 
described in Molecular Cloning: A Lahoraiory Manual. 2nd Edition. Maniatis ct al.. eds.. 
Cold Spring Harbor. New York (1989). Typically, to produce a therapeutic nucleotide 
25 composition of the present invention, the sequence encoding the selected therapeutic 
composition and the promoter or enhancer are operatively linked to a vector DNA 
molecule capable of autonomous replication in a cell either in vivo or ii vitro. By 
operatively linking the enhancer element or promoter and the nucleotide .sequence 
encoding the therapeutic nucleotide composition to the vector, the attached segments are 
30 replicated along with the vector sequences. Thus, a recombinant DNA molecule (rDNA) 
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of ilic present invention is a hybrid DNA molecule comprising at least 2 nucleotide 
sequences not normally found together in nature. 

I he therapeutic nucleotide composition of the present invention is from 
about 20 base pairs to about 100.000 base pairs in length. Preferably the nucleic acid 

5 molecule is from about 50 base pairs to about 50.000 base pairs in length. More 
preferably the nucleic acid molecule is from about 50 base pairs to about 10,000 base 
pairs in length. Most preferred is a nucleic acid molecule from about 50 pairs to about 
4,000 base pairs in length. The therapeutic nucleotide can be a gene or gene fragment 
that encodes a protein or peptide that provides the desired therapeutic effect such as 

10 replacement of alpha 1 -antitrypsin or cystic fibrosis transmembrane regulator protein and 
the like. Alternatively, the therapeutic nucleotide can be a DNA or RNA oligonucleotide 
sequence that exhibits enzymatic therapeutic activity. Examples of the latter include 
antisen.se oligonucleotides that will inhibit the transcription of deleterious genes or 
ribozymes that act as site-specific ribonucleascs for cleaving selected mutated gene 

15 sequences. In another variation, a therapeutic nucleotide sequence of the present 
invention may compri.sc a DNA construct capable of generating therapeutic nucleotide 
molecules, including ribozymes and antisense DNA. in high copy numbers in target cells, 
as described in published PCT application No. WO 92/06693 (the disclosure of which is 
incorporated herein by reference). 

20 A regulatable promoter is a promoter where the rate of RNA polymerase 

binding and initiation is modulated by external stimuli. Such stimuli include 
compositions light, heat, stress and the like. Inducible, suppressible and repressible 
promoters are regulatable promoters. Regulatable promoters may also include tissue 
specific promoters. Tissue specific promoters direct the expression of that gene to a 

25 specific cell type. Tissue specific promoters cause the gene located 3' of it to be 
expressed predominantly, if not exclusively in the specific cells where the promoter 
expressed its endogenous gene. Typically, it appears that if a tissue-specific promoter 
expres.ses the gene located 3' of it at all. then it is expressed appropriately in the correct 
cell types as has been reviewed by Palmiter et al.. Ami. Rev. Genet. 20: 465-499 (1986). 
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When a tissue spccilic promoter controls the expression of a gene, that 
gene will be expressed in a small number of tissues or eel! types rather than in 
substantially all tissues and cell types. Examples of tissue specific promoters include the 
immunoglobulin promoter described by Brinster et a!.. Naiine 306: 332-336 (1983) and 
5 Storb et a!.. Nalwe 310: 238-231 (1984): the elastase-I promoter described by Swift et 
al.. Cell 3,S: 639-646 (1984); the globin promoter described by l ownes et al.. Mo/. Cell. 
Biol. 5: 1977-1983 (1985). and Magram et al.. Mol. Celt. Biol. 9: 458 1 -4584 ( 1989). the 
insulin promoter described by Bucchini et ai.. Phi AS USA ,S3: 2511-2515 (1986) and 
Edwards et al.. Cell i,V: 161 ( 1989); the immunoglobulin promoter described by Ruscon 
10 et al.. Nanire 314: 330-334 (1985) and Gros.schcld et al.. Cell 3H: 647-658 (1984); the 
alpha actin promoter described by Shani. Mol. Cell. Biol. 6: 2624-2631 (1986); the alpha 
crystalline promoter described by Overbeek et al.. PNAS USA S2: 7815-7819 (1985): the 
prolactin promoter described by Crenshaw et al.. Gene.s ami Development 3: 959-972 
(1989); the proopiomelanocortin promoter described by I rcmblay et al., PNAS USA 85: 
15 8890-8894 (1988); the beta-thyroid stimulating hormone (BTSH) promoter described by 
Tatsumi et al.. Nippon Rinsho 47: 22 1 3-2220 ( 1 989); the mouse mammary tumor virus 
(MMTV) promoter described by Mullcr ct al.. Cell 54: 1 05 (1988); the albumin promoter 
described by Palmiter et al.. Ann. Rev. Genet. 20: 465-499 (1986): the keratin promoter 
described by Vassar et al.. PNAS USA 86: 8565-8569 (1989); the osteonectin promoter 
20 de.scribed by McVey et al.. ./. BioL Chem. 263: 11.111-11.116 (1988); the prostate- 
specific promoter described by Allison et al.. Mol. Cell. Biol. 9: 2254-2257 (1989); the 
opsin promoter described by Nathans et al.. PNAS USA 81: 4851-4855 (1984); the 
olfactory marker protein promoter described by Danciger et al., PNAS USA 86: 8565- 
8569 (1989): the neuron-specific enolase (NSE) promoter described by Fors.s-Pelter el 
25 al., ./ Ncwosci. Res. 16: 141-151 (1986): the L-7 promoter described by Sutcliffe. 
Trends in Genetics 3: 73-16 (1987) and the protamine 1 promoter described Peschon et 
al.. Ann. New York Acad Sci. 564: 186-197 (1989) and Braun et al.. Genes and 
Development 3: 793-802 (1989). 

In various alternative embodiments of the present invention, therapeutic 
30 sequences and compositions useful for practicing the therapeutic methods described 
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herein are conteinplaled. Therapeutic compositions of the present invention may conlain 
a physiologically tolerable carrier together with one or more therapeutic nucleotide 
sequences of this invention, dissolved or dispersed therein as an active ingredient, hi a 
preferred embodiment, the composition is not immunogenic or otherwise able to cause 
5 undesirable side effects when administered to a mammal or human patient for therapeutic 
purposes. 

As used herein, the terms "pharmaceutically acceptable", "physiologically 
tolerable" and grammatical variations thereof, as they refer to compositions, carriers, 
diluents and reagents, are used interchangeably and represent that the materials are 
10 capable of administration to or upon a mammal without the production of undesirable 
physiological effects such as nausea, dizziness, gastric upset and the like. 

Compositions designed to preferentially target non-epithelial cells may 
include an adenovirus-derived protein-ligand conjugate and a therapeutic nucleotide 
sequence. E.xamples of useful ligands directed to specific receptors (identified in 
15 parentheses) include FGF and related ligands (FGFR): the V3 loop of HIV gpl20 (CD4); 
transferrin (transferrin receptor); LDL (LDl. receptors): and deglycosylated proteins 
(asialoglycoprotcin receptor). Polypeptides having a sequence that includes an amino 
acid residue .sequence selected from the group comprising -EDPGFFNVE- and - 
EDPGKQLYNVF- arc capable of targeting receptors such as the CR2 receptor, and are 
20 thus useful in compositions disclosed herein. 

Useful ligands also include antibodies and attachment .sequences, as well 
as receptors themselves. Antibodies to cell receptor molecules such as intcgrins and the 
like, MFIC Class 1 and Class II. asialoglycoprotcin receptor, transferrin receptors. LDL 
receptors. CD4. and CR2 are but a few useful according to the present invcmion. It is 
25 also understood that the ligands typically bound by receptors, as well as analogs to those 
ligands. may be used as cellular targeting agents as disclosed herein. 

Exemplary and preferred nucleotide .sequences encode an expressible 
peptide, polypeptide or protein, and may further include an active constitutive or 
inducible promoter sequence. For example, preferred therapeutic nucleotide sequences 
30 according to the present invention are capable of delivering HIV antisense nucleotides to 
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latently-inlbcted T cells via CD4. Similarly, delivery of Epstein-Barr Virus (EBV) 
EBNa-1 antisensc nucleotides to B cells via CR2 is capable oF elTecting therapeutic 
results. 

The preparation of a pharmacological composition that contains active 
5 ingredients dis.solved or dispersed therein is well understood in the art. Typically such 

compositions are prepared as injectables either as liquid solutions or suspensions. 

however, solid forms suitable lor solution, or suspensions, in liquid prior to u.se can also 

be prepared. The preparation can al.so be emulsified, or formulated into suppositories. 

ointments, creams, dermal patches, or the like, depending on the desired route of 
0 administration. 

The active ingredient can be mi.xed with excipients which are 
pharmaceutically acceptable and compatible with the active ingredient and in amounts 
suitable for use in the therapeutic methods described herein. Suitable e.xcipients are. for 
example, water, saline, dextrose, glycerol, ethanol or the like and combinations thereof 
5 including vegetable oils, propylene glycol, polyethylene glycol and benzyl alcohol (for 
injection or liquid preparations); and vaseline, vegetable oil. animal fat and polyethylene 
glycol fibr externally applicable preparations). In addition, if desired, the eompo.sition 
can contain wetting or emulsifying agents, isotonic agents, dissolution promoting agents, 
stabilizers, colorants, antiseptic agents, soothing agents and the like additives (as usual 
0 auxiliary additives to pharmaceutical preparations), pH buffering agents and the like 
which enhance the effectiveness of the active ingredient. 

The therapeutic compositions of the present invention can include 
pharmaceutically acceptable salts of the components therein. Pharmaceutically 
acceptable salts include the acid addition salts (formed with the free amino groups of the 
polypeptide) that arc formed with inorganic acids such as. for example, hydrochloric or 
phosphoric acids, or such organic acids as acetic, tartaric, mandelic and the like. Salts 
fomicd with the free carboxyl groups can also be derived from inorganic bases such as. 
for example, sodium, potassium, ammonium, calcium or ferric hydroxides, and such 
organic bases as isopropylamine. irimethylamine. 2-ethylamino ethanol. hisiidine. 
procaine and the like. 
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Physiologically tolerable carriers are well known in the art. Exemplary of 
liquid carriers are sterile aqueous solutions that contain no materials in addition to the 
active ingredients and water, or contain a buffer such as sodium phosphate at 
physiological pH value, physiological saline or both, such as phosphate-buffered saline. 
5 Still further, aqueous can-icrs can contain more than one buffer salt, as well as .salts such 
as sodium and potassium chlorides, dextrose, polyethylene glycol and other solutes. 

Liquid compositions can also contain liquid phases in addition to and to 
the exclusion of water. Exemplary of such additional liquid phases are glycerin, 
vegetable oils such as cottonseed oil. and water-oil emulsions. 
10 A therapeutic composition typically contains an amount of a therapeutic 

nucleotide sequence of the present invention sufficient to deliver a therapeutically 
effective amount to the target tissue, typically an amount of at least 0.1 weight percent to 
about 90 weight percent of therapeutic nucleotide sequence per weight of total 
therapeutic composition. A weight percent is a rat.o by weight of therapeutic nucleotide 
15 sequence to total composition. Thus, for example. 0.1 weight percent is 0.1 grams of 
DNA segment per 100 grams of total composition. 

The therapeutic nucleotide compositions comprising synthetic 
oligonucleotide sequences of the present invention can be prepared using any suitable 
method, such as. the phosphotriester or phosphodiester methods. See Narang et al.. 
20 Me,h. Enzymoi 6<V.- 90. (1979): U.S. Patent No. 4.356.270; and Brown et al.. Melh. 
Enzvmol. 68 :109. (1979). For therapeutic oligonucleotides sequence compositions in 
which a family of variants is preferred, the synthesis of the family members can be 
conducted simultaneously in a single reaction vessel, or can be synthesized 
independently and later admixed in preselected molar ratios. 
25 For simultaneous synthesis, the nucleotide residues that are conserved at 

preselected positions of the sequence of the family member can be introduced in a 
chemical synthesis protocol simultaneously to the variants by the addition of a single 
preselected nucleotide precursor to the solid phase oligonucleotide reaction admixture 
when that position number of the oligonucleotide is being chemically added to the 
30 growing oligonucleotide polymer. The addition of nticleotide residues to those positions 
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in the sequence that vary can be introduced simultaneously by the addition of amounts, 
preferably cquimolar amounts, of multiple preselected nucleotide precursors to the solid 
phase oligonucleotide reaction admixture during chemical synthesis. For example, 
where all four possible natural nucleotides (A.T.G and C) are to be added at a preselected 
5 position, their precursors are added to the oligonucleotide synthesis reaction at that step 
to simultaneously form four variants. 

This manner of simultaneous synthesis of a family of related 
oligonucleotides has been previously described for the preparation of "degenerate 
oligonucleotides" by Ausubel et al. in Currant Protocols in Molecular Biolofri,. Sitppl. ,V, 

10 p.2.1 1.7. .lohn Wiley & Sons. Inc.. New York (1991). and can readily be applied to the 
preparation of the therapeutic oligonucleotide compositions described herein. 

Nucleotide bases other than the common four nucleotides (A.T.G or C). or 
the RNA equivalent nucleotide uracil (1.1). can be used in the present invention. For 
example, it is well known that inosine (1) is capable of hybridizing with A. f and G. but 

15 not C. Thus, where all four common nucleotides are to occupy a single position of a 
family of oligonucleotides, that is. where the preselected therapeutic nucleotide 
composition is designed to contain oligonucleotides that can hybridize to four sequences 
that vary at one position, several different oligonucleotide structures are contemplated. 
The composition can contain four members, where a preselected position contains .A.T.G 

20 or C. Alternatively, the composition can contain two members, where a preselected 
position contains I or C. and has the capacity the hybridize at that position to all four 
possible common nucleotides. Finally, other nucleotides may be included at the 
preselected position that have the capacity to hybridize in a non-destabilizing manner 
with more than one of the common nucleotides in a manner similar to inosine. 

25 

8. Testinu of constructs 

The reprogrammed viral delivery vehicles may be assessed in any number 
in vitro model systems. In particular, target celts are grown in culture and incubated 
with the nucleic acid delivery vehicle. The nucleic acid can encode a reporter, in which 
30 case, the reporter product is assayed, or encode a cytocidal product, in which case cell 
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killing is measured. Moreover, any assayable gene producl can be used. For reporter 
genes, a wide variety of .suitable genes are available. Such reporters include (i- 
galactosidasc, alkaline phosphatse. p-glucuronidasc. large T antigen, any protein for 
which an antibody exists or can be developed. The choice of a reporter depends, in part. 

5 upon the cells being tested. Alternatively, the nucleic acid can encode a cytocidat 
product. Such products include all those described herein. 

The delivery vehicles may be a.ssessed in in vivo model systems. 
Generally, a xenogeneic tumor model system will be u.sed. but other tumor model 
systems are useful as well. In the xenogeneic system, an immunodeficient mouse, or 

10 other immunodeficient animal, is injected with uimor cells, such as human tumor cells, 
fhe nucleic acid delivery vehicle is administered and tumor growth is monitored. Any 
reduction of tumor growth is useful within the context of this invention. 

'fhe following examples are included for illustrative purposes only and are 
1 5 not intended to limit the scope of the invention. 



EXAMPLES 



EXAMPLE 1 

20 f ARGETF.D Gene Delivery to Kaposi'.s S.arcoma Cells 

Infection with human immunodeficiency virus (HIV) is associated with an 
increased incidence of a characteristic subset of neoplastic disorders including Kaposi's 
sarcoma (KS) and non-Hodgkin's lymphoma (Conant. Recent Resulis in Cancer 

25 Research 739:423-32 (1995)). In this regard. KS is the major AlDS-associatcd 
malignancy and leads to significant morbidity (Conant, kl- (1995); Northfelt and 
Volberding, Advances in Oncoloi^y 7;9-17 (1991)). Effective treatment for KS is 
currently lacking, with the duration of survival being only 9.9 months with some newer 
experimental protocols (Gill, et al.. ./. Clin. Oncol. /7:2353-64 (1996)). thus, the 

30 development of novel, more effective therapies is required for MI V-associated KS. 
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Toward this end. various of gene therapy approaches have been developed 
for neoplastic diseases (Ross, et al.. Hum. Gene Ther. ~: 178 1-90 (1996)). Practical 
implementation of a gene therapy approach for KS would require efficient in vivn 
transduction of the tumor cells. Further, some level of targeting to KS .spindle cells 
5 would likewise be an important criterion for vector .selection, fhis consideration is 
especially relevant in AIDS-related disseminated KS. as this tumor is thought to arise 
from vascular endothelial cells that are continuous with the systemic vasculature 
(Northfcll ct al.. Id (1991 )). Further complicating this endeavor, if has previously been 
noted that KS cells are refractory to transduction by a variety of viral and non-viral 
10 vector systems, thus limiting even those gene therapy approaches based on loco-regional 
gene deliver\-. To address this issue, a derivative vector has now been developed which 
posses.se.s the capacity to target KS cells and is further described hereinbclow. 

A. Materials and Methods 

15 1. Cell Lines 

The human AIDS-KS cell line KSY-1 (l.unardi-Lskandar. et al.. ,/. Nail. 
Cancer Insl. A'":974-981 (1995)). RW376. and CVU-1 were obtained for u.se as described 
herein. KS-SLK (Siegal. et al.. Cancer 6^:492-498 (1990)) was derived from an oral KS 
lesion in an immuno.suppres.sed patient and was al.so obtained for use as described below. 

20 All cell lines are grown in Dulbecco"s Modified Hagle s Medium/Ham s 

F12 at 1:1 ratio by weight (DMEM/F12 Cellgro Mediatech. Washington. DC) + 10% 
fetal bovine serum (FBS, Hyclone, Logan. U T) + 2 mM glutamine (Cellgro Mediatech) + 
penicillin/streptomycin (Cellgro Mediatech) at 37°C in 5% CO, (CM). Media changes 
arc performed every 3-4 days. Cells are passaged using Trypsin/EDTA (Cellgro 

25 Mediatech) when cells achieved confluency. Viability is determined in confluent cells 
exposed to tr>'psin/EDTA. centrifuged at 800 x g in the presence of CM. and counted 
using a hemocytometer after trypan blue exclusion. Ganciclovir (GCV'. Cytovene) is 
purchased from Iloffman Laboratories (Nutlcy. NJ). Tissue culture plates and flasks 
were manufactured by Nunclon (Denmark). 

30 
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2. Anti-Knob Antibodies and l-'racmcnts 

The procedures for generating and purifying exemplary antibodies and 
fragments as disclosed herein are described in a variety of references known to those of 
skill in the art (e.g.. Douglas, et al., Naiure Biotech. /-/: 1 574-1 578 (1996)). In general. 
5 the procedures may be described as follows. 

To develop a neutralizing anti-knob mAb. hybridomas are generated b>- 
standard techniques after immunization of mice with intact Ad5 followed by two rounds 
of immunization with purified Ad5 knob (native or recombinant). On the basis of its 
hiah affmity binding to recombinant Ad5 knob and its ability to neutralize Ad5 infection 
10 of Hel.a cells (data not shown), one clone, designated 1D6.I4. was chosen for further 
study and the mAb is purified from ascites lluid by affmity chromatography using an 
immobilized protein A column. 

Anti-knob mAbs are generated by established methods (see. e.g., Harlow 
and Lane. Amihodies. a Luhoralory Manual. Cold Spring Harbor Laboratory. NY 
15 (1988)) after immunization of BALB/c mice with Ad5, followed by two rounds of 
immunization with purified recombinant Ad5 knob (see Henry, ct al.. J. Virol. 68:5239- 
46 (1994)). Sensitized lymphocytes are fused with P3-X63-Ag8.653 cells. The 
reactivity of the hybridoma supernatanls with irimcric Ad5 knob is determined in an 
ELIS.A. The ability of the hybridoma supernatants to neutralize Ad5 infection is assayed 
20 by endpoint CPE. 

The ID6.14 hybridoma cells are injected into BALB/e mice and ascites 
fluid collected (Harlow and Lane, Id (1988)). Purification of the mAb is performed by 
affinity chromatography on immobilized protein A using an ImmunoPure IgG 
purification kit (Pierce. Rockford. IL). Fab fragments are prepared and purified by 
25 digestion of 1D6.I4 on immobilized papain followed by affinity chromatography on 
immobilized protein A. using an ImmunoPure Fab purification kit (Pierce). After 
extensive dialysis against phosphate-buffered saline (PBS), the concentrations of the 
purified mAb and Fab fragment are determined using the Bio-Rad protein assay (Bio- 
Rad, Hercules. CA). 
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For the purposes of developing a targeted adenoviral vector bv 
immunological methods, it would be preferable to use the Fab iVagment of the antibody, 
rather than the intact immunoglobulin. By using the Fab fragment, the two antigen- 
binding arms of the parent antibody might be prevented from crosslinking differeni 
5 viruses to form large complexes that might prove refractory to cellular uptake. Intact 
1D6.14 is digested with papain and the Fab fragments are purified. Doth the parent 
antibody. 1D6. 14. and the Fab fragment are capable of neutralizing adenovirus infection 
in a dose-dependent manner, whereas a control antibody failed to block infection. (See 
Douglas et al.. Id (19%).) 

10 

3. Recombinant Adenovirus 

Recombinant FlA-deleted adenovirus (Herz and Gerard. I'NAS USA 
W:28I2-1216 (1993)) expressing firclly luciferase (AdCMV-Luc) is utilized as 
described hereinbclow. An El -deleted Ad5 vector expressing the CMV-drivcn herpes 
15 simplex thymidine kinase gene (AdCMVHSVik) is constructed using homologous 
recombination techniques, as previously reported (Rosenfeld ct a!.. Clin. Cancer Res. 
7:1571 -1589 (1995)'). .An HI -deleted recombinant adenovirus expressing an enhanced 
variant of green fiuore.scent protein (AdCAG-GFPS65T) is also used and has been 
described previously (Moriyoshi et a!., Neuron /f):255-260 (1996)). 
20 Recombinant adenoviruses are propagated on the permissive 293 cell line, 

purified using a cesium chloride gradient, and sub.sequently plaque titered on 293 cells 
employing standard methods (Graham and Prcvec. in Meihods in Mol. Biol. 7: Gene 
Transfer and Expression Techniques.. Murray and Walker (eds.). Humana Press, Clifton. 
1991, pp. 109-129). Virus stocks are .stored frozen at -80°C until use. 

25 

4. Fab-FCiF2 Molecular Coniuuatc 

The Fab-FGF2 conjugate is constructed by linking modified recombinant 
basic fibroblast growth factor (FGF2-3: Sosnowski. et al.. ./ Biol. Cheni. 277:33647- 
33653 (1996)) with the Fab fragment from a blocking monoclonal antibody. 1D6.14. 
30 which was generated against adenovirus type 5 (Ad5) knob region (Douglas, et al.. 
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Naiure Biotech. 7-/: 1 574- 1 578 (1996)). For conjugation, the Fab is dcrivatized with the 
hctcrobit'unclional crosslinking reagent S-2-pyridyl disulfide (SPDP; Pharmacia. 
Uppsala. Sweden) at a 1:3 molar ratio and incubated at room temperature for 30 minutes 
to yield a modified Fab fragment (PDP-Fab). 
5 The PDP-Fab is dialyzed to remove unbound linker. Purified FGF2 is 

generated as previously described (Sosnowski ct al.. Id. (.1996)). then reduced and mixed 
at a 2:1 molar ratio with PDP-Fab. and incubated at 4°C for 16 his with shaking. 

In general. FGF2 is prepared and reduced as follows. A 155-amino-acid 
human FGF2. in which the cysteine at position 96 is mutagenized to serine { Lappi. D.A.. 
10 Malsunami. R.. Marlineau. D.. and Baird, A. (1903) Anal. Biochem. 2/2.446-451 ). may 
be used as described in the present invention, it should be appreciated that this molecule 
is described as exemplary, and not as a limitation; other variants of FGF and 
polypeptides reactive with the FGF receptor complex are useful according to the present 
invention. 

15 FGF2 is expressed in E. coli. and purified to homogeneity by 

conventional chromatography techniques. FGF2 (C96S; may also be referred to herein 
as FGF2-3) is adjusted to pH 7.0 by adding Tris-base. FGF2 is then reduced by adding 
M TG to a final concentration of 20 mM. The reaction is allowed to incubate at room 
temperature for 30 minutes. Excess M TG is removed by passing FGF2 (C96S) over a 

20 PD-10 column (Pharmacia). Running buffer is 1 0 mM NaOAc/ 1 lOAc pH 5.4 containing 
0.14 M NaCL ImM EDTA. 

The Fab is thiolaled essentially as follows. 1.6 mg of Fab is dialy/.cd 
against NaP04 (0.1 M Sodium Phosphate buffer, pll 7.5 containing 0.1 M NaCl and 1.0 
mM EDTA) at 1 :250 (v/v) for 3 hr with 2 changes of buffer. The dialy/.ed Fab Ixagment 

25 is centrifuged at 14.000 rpm (Eppcndorf centriftige 5415C) for 10 minutes and the 
supernatant collected. The Fab fragment is derivitized with SPDP (Pharmacia). (SPDP 
dissolved in ethanol) , at a molar ratio of 1:3 for 30 minutes at room temperature with 
occasional stirring. The excess SPDP and low molecular weight reaction products are 
removed by dialysis against the buffer described above at 1 :500 (v/v). 



BNSDOCID: <WO_984050aA1J_> 



wo 98/40508 



102 



PCT/US98/04964 



Conjugaiion of FGF2 and the Fab is carried out essentially as follows. 
FGF2 and PDP-Fab arc mixed at a molar ratio of 2:1 at p\l 7.5 and incubated at 4 C for 
16 hours with shaking. An aliquot of the reaction mixture is analysed by SHC-HPLC. 
The conjugate is purified over a lieparin-Sepharose column ( 1 ml Heparin Hi-Trap, 
5 Pharmacia) to remove unconjugated Fab fragment. The material is loaded onto the 
column in 10 mM I ris pH 7.4 and washed in the same buffer plus 0.6 M NaCI. When 
the absorbance returns to background the conjugate is cluted from the column in the 
same buffer containing 2 M NaCl. An aliquot of the 2M eluate is analyzed by SnC- 
HPLC. The 2M eluate is loaded onto Sephacryl S-100 to remove free FGF2 and buffer 
10 exchanged into PBS. pH 7.4. 1-ractions 17-26 are pooled as final purified Fab-FGF2 
material. 

The conjugation reaction is monitored by reducing an aliquot of the 
reaction mixture with DT P and monitoring the absorbance of PDP at 343 nM. Purified 
Fab-FGF2, FGF2 and Fab are analyzed by SDS-PAGE (12%) and by Western analysis 

15 using an antibody generated against FGF2. To determine if conjugation to the Fab 
interfered with FGF2"s ability to bind to the receptor and stimulate proliferation, the 
materia! is assayed in an endothelial proliferation assay. Bovine aortic endothelial cells 
are .seeded at 1000 cclls/weli on a 24 well tlat-bottom tissue culture plate in DMEM 
(Biowhittaker). 10% FCS (Hyclone). 50 mg/ml Gentamycin (JRH Biosciences), and 

20 2mM L-glutaminc (Biowhittaker). The following day .serial dilutions of FGF2 and Fab- 
FGF2 ranging from 6 ng/ml to 10 pg/ml. are added to the wells in triplicate. After 48 
hours the media is removed and 1.5 mis of fresh media containing the same 
concentrations of FGF2 and Fab-FGF2 are added to the cells. Following another 72 
hours of incubation the media is removed, the cells are washed with PBS and then 

25 harvested with 0.25% trypsin. The trypsinized cells are counted using a Coulter Counter. 
The results of the proliferation assay reveal that conjugation of the Fab fragment to FGF2 
did not interfere with FGF2"s ability to bind to its receptor and stimulate proliferation. 

I'he conjugate is purified over a heparin-Sepharose column (Pharmacia) 
by loading in lOmM Tris HCl. pH 7.4. washing with 10 mM I ris FICl/0.6 mM NaCi. pH 

30 7.4 and cluting in 10 mM Tris FIC1/2M NaCl, pH 7.4. fhe eluant is separated over a 
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Sephacryl S-100 column equilibrated with Dulbccco s phosphate-buffered saline {PBS. 
pH 7.4) to remove excess salt and unconjugated protein. The presence of" PDP in the 
conjugate is confirmed by reducing an aliquot of the conjugate and measuring the 
absorbance of PDP (342 nanometers). The size and activity of the conjugate is 
5 subsequently analyzed by western blot ( Immunoblotting, in Amihodies: A Luhoraiory 
ManuaL Chapter 12, Harlow and Lane (cds.). Cold Spring Harbor Laboratory (1988)) 
and enzyme-linked immunoassay (ELISA) analysis {see Immtinoas.says. in Anlihtnlies: A 
Lahoralory Mumitil. Chapter 14. Harlow and Lane (eds.). Cold Spring Harbor 
Laboratory (1988)). 

10 

5. .Adenovirus Infection Assays 

'I'o assess adenoviral transduction. 24.000 cells of each KS cell line are 
plated in triplicate into each well of a 12-vvell plate in the presence of 1 ml of CM. 'I hc 
cells are incubated overnight to allow cells to adhere. Infection comple.\es are mi.xed in a 

15 final volume of 50ul containing: (1 ) adenovirus (AdCMV-Luc or Ad-CAG-GFPS65T) at 
50 plaque forming units (pfu)/cell; (2) adenovirus + Fab-FGF2 conjugate; (3) adenovirus 
+ Fab; or (4) adenovirus + Fab-FGF2 conjugate + anti-FGF2 antisera (Sigma), 16ul. The 
complexes are incubated in 1.5 ml of polypropylene tubes at 27°C for 30 minutes. The 
mixtures are then diluted in DMEM/F12 -i- 2% PBS and added to each well in a volume 

20 of 200ul. The cells are incubated at 37''C in 5% CO, for I hr, then 800ul of DMHM/F12 
+ 10% FBS is added to each well. I'wcnty-four hours after the addition of virus, the cells 
are rinsed with PBS and assayed for luciferase activity or analyzed by fluorescence 
activated cell sorting (FACS). For all luciferase assays, the cells are lysed in 200ul of 
Promcga (Madison, WI) lysis buffer. Twenty ul of each sample is subsequently mixed 

25 with lOOul of Promega luciferase assay reagent according to manufacturer s instructions 
and triplicate determinations of duplicate samples arc assayed in a Bcrthold iuminometer. 

To assess AdCMVHSVtk-mediated killing, 1x10' KSY-1 or KS-SLK 
cells are plated in duplicate in 6-well plates in 2 ml of CM. The cells are incubated at 
37°C in 5% CO, overnight. The medium is aspirated and infection mixtures containing 5 

30 pfu/cell of either: (I) AdCMVHSVtk, (2) AdCMVHSVtk + Fab. or (3) AdCMVHSVik 
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+ Fab-FGF2 conjugate arc added lo each well in a volume ofSOOul of DMEiVl/F!2 + 2% 
FBS. After 1 hr incubation al 37°C in 5% CO.. 1.5 ml of CM is added. The cells arc 
incubated for an additional 24 hours and the medium is then aspirated and replaced with 
CM in the absence (-GCV) or presence (+GCV) of 20uM GCV. The medium is changed 
5 after 3 days and cell counting is performed in triplicate for each of the duplicate wells 6 
days after exposure to adenovirus to assess f K/GCV-mediaicd killing. 

6. lmmtinocvtochemisir\' 

KS cells (2 .\ lO'/vvell) are plated into replicate wells of a 24-wcl] tissue 
10 culture plate in CM and incubated at 37°C on 5% CO, for 48 hrs. fhe cells are rinsed 
and endogenous peroxidase is blocked with 1% H,0,/nicthanol for 30 minutes. The cells 
arc then rinsed and blocked in 3% bovine .serum albumin (BSA: Fraction V. Boehringer 
Mannheim. GermanyVPBS for 1 hour at 27°C. Rabbit anti-fibroblast growth factor 
receptor antiserum fFGFRl- and FGFR2-reactivc: Upstate Biotechnologies. Inc.. Lake 
15 Placid. NY) or control rabbit IgG (Vector; Burlingame. CA) is diluted 1:400 in 3% 
BSA/PBS and allowed to incubate on cells for 1 hour at 37°C. The cells are rinsed and 
stained with diaminobenzidine (Sigma)using a Vectastain rabbit horseradish peroxidase 
kit according to the manufacturer's instructions. The cells are rinsed and stored under 
water until photomicrographs are taken. 

20 

7. Statistical Analysis 

A comparison of individual conditions is assessed using Students t-test 
for equal means. Statex 1.2 for Macintosh software (Dinan Software, Clinton. lA) is 
used to facilitate the analysis. 

25 

B. Results and Di.scussion 

Gene therapy approaches for KS will depend upon one"s ability to 
accomplish efficient gene delivery to tumor cells in silii. In this regard, adenoviral 
vectors have been employed for a variety of in vivo cancer therapy applications. For this 
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application, adenoviral vectors have the advantcige of systemic ability and high levels of 

gene expression in vivo. 

Prior to modifying the adenovirus so that it would selectively re-target KS 

cells, the native transduction eftlciency of the Ad is examined. In relevant experiments. 
5 two AIDS-KS cell lines (KSY-1 and RW376). one KS cell line from an 

immunosuppressed patient (KS-SLK). and one classical KS cell line (CVlJ-1) are 

employed. In the first set of experiments, the adenoviral transduction of each cell line is 

determined by infecting each cell line with AdCMV-Luc in the presence or absence of 

the anti-adenovirus knob Fab (see Fig. 1) and subsequently measuring lucifcrase activity 
10 24 hours after infection. 

Figure 1 shows a comparison of .'\dCMV-Luc transduction lor four KS 

cell lines. KS cells are incubated with recombinant adenovirus expressing lucifcrase in 

the absence or presence of a Fab fragment blocking adenoviral knob-mediated infection. 

Experiments are performed in triplicate. Relative light units (RLU) are shown on the 
15 vertical axis; across the horizontal axis, the following cell lines are indicated: KSY-.l; 

RW376; KS-SLK; and CVU-1. The open (colorless) bar represents AdCMV-Luc. while 

the closed (dark) bar represents AdCMV-Luc + anti-knob Fab. 

Of the cell lines tested. KSY-l and KS-SLK are poorly tran.sducible by 

adenovirus, yielding <I0" relative light units (RLU) per assay. The KS cell line CVU-1 
20 is moderately transducible (1.83 x 10" ± 1.15 x 10' RLU per assay), whereas the 

R\VE376 cell line is highly transducible, yielding lucifcrase readings of 2.88 x 10" ± 5.4 

X 10' RLU per assay. 

The luciferasc activity obtained after transduction using AdCMV-Luc 

correlated with FACS analysis data obtained from cells that are infected with AdCAG- 
25 GFPS65T. In this context, by FACS analysis of the KS cell lines transduced with 100 

pfu per cell of AdCAG-GFPS65T. fewer than 1% of KSY-1 and KS-SLK cells are 

transducible. Ihe CVU-1 and TW376 KS cell lines are significantly more transducible 

yielding 12% and 99% transduction efficiencies, respectively. In three cell lines - KSY- 
L RW376. and KS-SLK - an anti-adenoviral knob Fab blocked AdCMV-Luc 
30 transduction by >50% (p<0.01 ). The CVU-1 cell line exhibited a less dramatic (20%) - 
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albeit statistically significant (p<0.05) -- block in adenoviral transduction. This low level 
of inhibition correlates with the modest level of transduction efficiency by the native 
adenovirus. This suggests that the degree to which these cells are refractory inversely 
correlates with knob-dependent cell binding. 
5 Based on this recognition, it is hypothesized that this limitation to 

infection might be overcome using other cellular entry pathways to achieve effective 
gene transfer. In this regard, an immunological approach has now been developed that 
allows retargeting of adenovirus vectors to heterologous cellular pathways {see 
Douglas ct al.. Ul. (19%)). As an initial validating step in these studies, we sought to 
10 determine whether K.S cells expressed FGFR. and whether this receptor could serve as a 
potential substrate for retargeting. 

First, immunocytochemistry is performed on the four ECS cell lines using a 
polyclonal antibody that simultaneously recognizes FGFR-1 and FGFR-2 via a common 
epitope. FGFR immunocylochcmical reactivity of the four KS cell lines utilized as 

15 described herein is as.ses.sed. KSY-1 (A,B). RW376 (CD). KS-SI.K (E.F) and CVU-I 
(G.I I) cell lines are stained with polyclonal antiserum raised against a peptide common to 
FGFR- 1 and FGFR-2 or with non-immune control. Immunoreactivity is observed in all 
four cell lines (data not shown) as well as in mouse Fibroblasts (positive control; not 
shown). Distribution of immunoreactivity is predominantly nuclear with scattered cell 

20 membrane staining in all four KS cell lines. The RW376 human KS cell line appeared to 
have the highest degree of membrane staining, while the CVU-1 KS line had dense 
nuclear immunoreactivity (data not shown). These studies demonstrate that FGFR is 
highly expressed in the relevant human KS cell lines, consistent with previous reports 
(Li. et al.. Cancer 72:2253-9 (1993)). 

25 Once a biologic rationale for the within-described vector retargeting 

approach is established, the efficacy of FGFR-targeted adenovirus is then tested using the 
KS cells as substrates. In a third set of experiments. \vc sought to determine whether we 
could immunologically retarget the adenovirus to FGFR using the Fab as a handle to the 
viral knob. To accomplish the retargeting between FGF receptor and the adenovirus-Fab 

30 complex (or conjugate), fibroblast growth factor (FGF2) is useu as the targeting moiety. 
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Since it binds w.lh high afflnily to both FGFR-1 and FGFR-2 and could readily be 
covalcntly conjugated to the Fab. Toward this end. a covalent conjugate is synthesized 
using SDPD to form a disulfide bond between the Fab and the cysteine present on 
modified FGF2. Western blot analysis confirmed that the majority of the Fab-FGF2 
5 conjugate contained a single FGF2 molecule and a single Fab fragment. In addition. 
ELISA-based binding studies confirmed that the conjugate simultaneously retained knob- 
binding activity and FDGF2 immunorcactivity (data not shown). 

To assess whether the Fab-FGF2 conjugate could retarget the adenovirus 
to KS cells, the conjugate is first pre-incubatcd with AdCMV-Luc prior to cellular 
10 transduction. In an additional reaction mixture, the AdCMV-Luc + Fab-FGF2 mixture .s 
further incubated w.th blocking antisera raised against FGFs to a.ssess whether 
retargeting is occurring v,a the FGia moiety of the Fab-FGF2 conjugate. Figure .1 
Illustrates the results of the AdCMV-Luc retargeting experiments using the Fab-FGF2 
conjugate as well as the FGF2 blocking experiments. 
15 ^ Figure 3 shows the enhanced AdCMV-Fuc infectivily of KS cell lines by 

Fab-FGF2 conjugate. The enhanced infectivity of the Ad-conjugate complex is as.sessed 
in the presence and absence of ami-FGF2 antisera. Relative light units (RLU) are plotted 
on the vertical axis, while the relevant KS cell Hnes - KSY-1. RW376. KS-SLK. and 
CVU-1 - are indicated on the horizontal axis. The closed bars represent AdCMV-Luc: 
20 stippled bars represent AdCMV-Luc + Fab-FGF2: and the open (colorless) bars represent 
AdCMV-Lue + Fab-FGF2 + anti-FGF2 antisera. 

The results shown in Figure 3 demonstrate a dramatic enhancement of 
AdCMV-Lue transduction in all four KS cell lines when the adenovirus is pre-mixed 
with the Fab-FGF2 conjugate. This unexpected enhancement is statistically significant 
25 for all four cell lines (p<0.00 1 ) and represents a 44-fold increase in tran.sduction for the 
KSY-1 cells and a 7.7-fold increase for RW376 cells. Of further note, addition of 
antisera raised against FGF2 blocked (p<0.01) the ability of the Fab-FGF2 conjugate to 
enhance AdCMV-Luc transduction in all four KS cell lines. The attenuation of 
conjugate-mediated adenovirus transduction by anti-FGF2 antisera conf.mied that 
30 retargeting is occurring via the FGF portion of the conjugate. 
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The experiments conducted to date demonstrated that the low transduction 
efficiency of the adenovirus accomplished in KS cells could be overcome by retargeting 
the adenovirus to the FGFR pathway. The detection of increased liiciferase activity 
conllrmcd that the transgene expression had taken place. 
3 In an effort to confirm that this paradigm had utility in the context of a 

gene therapy approach whereby a toxin gene is introduced into KS cells, we performed a 
series of experiments using a recombinant adenovirus encoding the conditionally toxic 
gene product, herpes simplex thymidine kinase (AdCMVllSVtk). In this experiment, we 
chose the two cell lines that had demonstrated the highest resistance to adenoviral gene 
10 transfer. KSY-1 and KS-SLK. Do.se-response killing curves for these two cell lines arc 
generated using cells infected with various concentrations of AdMCHSVtk (data not 
shown) and subsequently maintained in the presence or absence of GCV. The.se 
experiments demonstrated that both cell lines showed little evidence of cell killing when 
cells are infected with 5 pfii/cell of AdCMVUSVtk in the presence of GCV. 
!:> In subsequent experiments, we sought to potentiate AdCMVHSVlk gene 

transduction and subsequent sensitization to GCV in KS cells by addition of the Fab- 
FGF2 conjugate, in the experimental design, cells are treated with 5 pfu of either 
AdCMVHSVtk or AdCMVHSVtk complexed with Fab-FGF2. GCV-mediated killing is 
assessed by maintaining cells in the presence or absence of GCV. The results of these 
20 experiments are shown in Figure 4. 

Figure 4 illustrates enhanced AdCMVHSVtk/GCV cell killing in KSY-1 
and KS-SLK cells by Fab-FGF2 conjugate. The effect of GCV on AdCMVIlStk- 
transfecled cells is assessed in the presence or absence of the conjugate and expressed as 
a percentage of cells surviving compared to the cell not exposed to GCV (i.e.. -GCV). 
25 Viable cells in duplicate wells are counted, in triplicate, after trypan blue exclusion. On 
the vertical axis, the % of cells surviving is shown, in both Figs. 4A and 4B. In Fig. 4A. 
KSY-I cells transfected with AdCMVHSVtk or AdCMVHSVtk + Fab-FGF2 are 
identified on the horizontal axis. In Fig. 4R. KS-SLK cells transfected with 
AdCMVHSVtk or AdCMVHSVtk -f Fab-FGF2 are identified on the horizontal axis. 
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Cell killing is expressed as a ratio of cells surviving in the presence of 
GCV relative to the number of cells surviving in the absence of GCV. Figure 4 
demonstrates that retargeting AdCMVHSVtk with Fab-FGF2 resulted in a significant 
enhancement of the KS cells susceptibility to GCV-mediated killing. These studies thus 
5 confirm our hypothesis that efficient gene transfer may be accomplished in KS cells by 
retargeting adenovirus via FGFR. Importantly, this maneuver quantitatively increased 
transduction efficiency in all cell lines tested. When Ad does not target a cell, this 
technique allows us to target it to a receptor, and the resulting response is greater than 
anticipated. 

10 fxamplf: 2 

1 .-xRGF.TED Gene Df.i.ivhrv vi.a FGFR 

Recombinant adenovirus vectors are of great interest in the context of 
cancer gene therapy due to their ability to accomplish efficient in vivo gene transfer. 

15 However, targeting of these vectors to .specific ceil types remains an obstacle. To 
achieve specific targeting, a neutralizing anti-knob antibody fragment (Fab) which 
inhibits Ad infection is conjugated to the basic fibroblast growth factor (FGF2) ligand. 
The resulting conjugate. Fab-FGF2. is characterized by Western analysis using an anti- 
FGF2 antibody. Functional validation of the FGF2 activity in the conjugate is 

20 accomplished using an endothelial cell proliferation assay, and an ELISA is performed to 
validate that the Fab component of the conjugate still bound to Ad5 knob. The Fab- 
FGF2 conjugate is then used to target an Ad vector carrying the luciferase reporter gene 
(AdCMVLuc) to FGF receptor-positive cells (Swi.ss 3T3. PANC-1. SIC0V3.ipl. and 
D54 MG) in vino. 

25 Our results demonstrated that the Ad targeted with the Fab-FGF2 

conjugate achieved a level of gene expression that is significantly greater than when Ad 
alone is used in all of the cell lines. Furthermore, the Fab-FGF2 conjugate is able to 
achieve specific in vivo delivery of AdCMVLuc to SK0V3.ipl tumors implanted 
inlraperitoneally into nude mice. Thus, this work demonstrates that Ad vectors can be 



BNS03CID: <WO_984050aA1J_> 



wo 98/40508 



no 



PCT/US98/04964 



targeted to specific cell types //; vivo using appropriate ligands. 'I his is of tremendous 
potential utility when using Ad vectors in a variety of gene therapy sirateeics. 

C. Materials and Methods 

5 I. Cells and Viruses 

PANC-1. a human pancreatic epithelioid carcinoma cell line, and Swiss 
3T3. a mouse fibroblast cell line, are obtained from the American Type Culture 
Collection (ATCC. Kockvillc. MD). (For example, see ATCC Accession Nos. CRI.- 
1469 and CCI.-92. respectively.) D54 MG. human glioma cells, are a derivative of 

10 the A i 72 cell line established by Giard et al. (See. e.^-. Giard et al.. ,/. .Va//. Cancer Inst. 
5/:]417-23 (1073): Bigner. et al.. ./. Ncuropathol. Exp. Neurol. 70:390-409 (1981): and 
Goldman ct al.. Mol. Biol. (>//-/: 121-33 (1993).) 

The SKOV3.ipl human ovarian adenocarcinoma cell line is kindly 
provided by Janet Price (Baylor University). (The related SK0V3 cell line is available 

15 from the ATCC under accession no. HTB-77.) Bovine aortic endothelial cells are 
obtained from primary cultures (Gospodarowicz. et al.. Endocrinology // 7:2383-91 
(1985)). 

The 3T3. PANC-1 and SK0V3.ipl cells are maintained in Dulbecco's 
modified Eagles medium (DMEM) supplemented with 10% fetal calf serum (FCS) 

20 (Summit Biotechnology. Fon Collins. CO) and 2mM L-glutamine. The D54 MG cells 
are maintained in DMEM/F12 supplemented with 7% FCS and 2 mM L-glutamine. The 
bovine aortic endothelial cells are maintained in DMEM supplemented with 10% FCS. 
gentamycin (50 ug/mL). 2 mM. L-glutamine. I mM MEM sodium pyruvate solution, and 
0.1 mM MEM non-essential amino acids solution. AdCMVLuc (Herz and Gerard, PNAS 

25 USA 90:2S\2-6 (1993)) is an El-deleted replication-deficient Ad5 vector which 
expresses firefly lucifera.se (Luc) under the control of the cytomegalovirus (CMV) 
promoter. The aforementioned vector may be prepared as described in the cited 
reference. The adenovirus is propagated on the permissive 293 cell line and purified by 
standard techniques. 

30 
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2. Conjugation ofFGFl to 1D6.14-Fab 

The 1D6.14-Fab is generated and characterized as previously described 
(Douglas, ct a!., Nalurc Biotech. /-/; 1574-78 (1996)). The Fab (1.6 mg) is dialyzed 
against 0.1 M sodium phosphate bulTer, pH 7.5. containing 0.1 M NaCl and 1.0 niM 
5 EDTA (BPS-E) at 1 :250 (v/v) for 3 hours with two changes of buffer. The dialy/.ed Fab 
\fragment is centrifugcd at 14.000 rpm for 10 minutes and the supernatant collected. The 
Fab fragment is derivatized with N-.succinimidyl-3(pyndyidithio)propionate (SPDP) 
(Pharmacia, l.ippsala. Sweden) at a molar ratio of 1:3 for 30 minutes at room 
temperature, with occasional stirring. The excess SPDP and low molecular weight 

10 reaction byproducts are removed by dialysis against PBS-F (1:500. v/v). An FGF2 
niutein is used in all of the studies described herein; this mutein has its cysteine at 
position 96 mulagenized to serine. The FGF2 mutein is expressed in E. coli and purified 
as described previously (Lappi.etaL./lm//. Biochem. 2/2:446-51 (1993)). 

The reaction containing the FGF2 mutein is adjusted to pl l 7.5 by adding 

15 Tris-base and reduced by adding monothioglycerol (M'fG; Fvans Chemeiics. Waterloo. 
NY) to a final concentration of 20 mM. The reaction is performed at room temperature 
for 30 minutes before the excess MTG is removed by passing the mixture over a PD-10 
column (Pharmacia) and eluting with 10 miM NaOAc/MOAc, pll 5.4. containing 0.14 M 
NaCl and 1 mM EDTA. The reduced FGF2 mutein is then mixed with the SPDP 

20 derivatized Fab at a molar ratio of 2:1 at pll 7.5 and incubated at 4 C for 16 hours with 
shaking. 

The conjugate is purified over a hcparin-Scpharose column (1 niL heparin 
Mi-Trap, Pharmacia) to remove unconjugated Fab fragment by loading the reaction 
mixture onto the coluinn in 10 mM Tris pH 7.4 and washing in the same buffer plus 0.6 
25 M NaCl. When the absorbance returned to background, the conjugate is eluted from the 
colutTin with the same buffer containing 2 M NaCl. The 2 M eluate is then loaded onto a 
Sephacryl S-lOO column (Pharmacia) to remove free FGF2 mutein and buffer exchanged 
into PBS pH 7.4. The final protein concentration of the Fab is 0.24 mg/mL. 'I'he Fab is 
used directly in the following studies. 

30 
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3. Characterization ol Fab-FGF2 Conjiigaic 

The Fab-FGF2 conjugate is evaluated by SDS-PAGF (12%) under 
nonreducini; conditions and stained with Coomassie blue. Western blot analysis is also 
conducted on the conjugate by transferring protein to a nitrocellulose membrane, probing 
5 with anti-FGF2 rabbit polyclonal antibodies and then with 1251-Protein A. which is 
revealed by autoradiography. 

The activity of the FGF2 component of the Fab-FGF2 conjugate is 
confirmed using a cell proliferation a.ssay. Rovine aortic endothelial cells are seeded at 
1000 cell.s/vvell in 24-vvcll tissue culture plates. The following day. serial dilutions of 
10 FGF2 or the Fab-I'GF2 conjugate (30 pg/m; to 6 ng/mL) are added to triplicate weUs. 
After 48 hours, the media are removed and 1.5 niL of Iresh media containing the same 
concentrations of FGF2 and Fab-FGF2 arc added. Following another 72 hr incubation, 
the media are removed, the cells are washed with PBS. treated with 0.25% trypsin, and 
counted using a Coulter Particle Counter (Coulter). 

The activity of the Fab portion of the Fab-FGF2 conjugate is confirmed 
by ELISA. Recombinant trimeric Ad5 knob protein (180 ng) with an N-termmal 6-Mis 
tag (Krasnykh. et al.. ./. Virol. "0:6839-6846 (1996)) is plated on Ni-NTA HisSorb Strips 
(Qiagen. Chatsworth. CA) for 1 hr at room temperature. The Fab-FCTF2 conjugate or the 
appropriate controls are added to the wells and the assay performed according to the 
20 Qiagen protocol. A polyclonal anti-FGF2 antibody (Sigma Immunochemicals. St. Louis. 
MO) is used as the primary antibody, while a goat anti-rabbit antibody conjugated to 
horseradish peroxida.sc (Southern Biotechnology Associates. Biriningham, AL) is used as 
the secondary antibody. 

25 4. //? Vifro Infection Usino Fab-FGF2 Coniuuate 

10.5 ug of neutralizing antibody (Fab) or the antibody-conjugate (Fab- 
FGF2) are incubated with 1.9 .\ 108 plaque forming units (pfu) of AdCMVLuc at room 
temperature in a total volume of 1 10 uL of I IF.PES buffered saline. pH 7.3. After 30 
min, 9 uL of the Fab or Fab-FGF2 AD complexes are added in triplicate to the 3T3. 
30 PANC-1. SK0V3.ipl. and D54 MG cells plated at a density of 24.000 cellsAvell 24 
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hours previously. The cells are first washed with PBS and supplemented with 200 uL of 
OP ri-MOM reduced serum media (Gibco-BRL, Grand Island. NY) prior to addition of 
the complexes. After incubation for 1 hr at 37 C. the cells are supplemented with 1 mL. 
of complete media and allowed to incubate an additional 24 hours at 37 C. The cells are 
5 then lysed and extracts assayed for luciferase activity using a luciferase assay system 
(Promega. Madison. Wl) according to the manufacturer's protocol. The relative light 
units (RLU) are normalized for protein content using the BioRad protein a.ssay. following 
the manufacturer's protocol. Inhibition studies are conducted by adding a polyclonal 
anti-FGF2 antibody (Sigma Immunochemicals) to the AdCMVLuc-Fab-FGF2 mixture 
10 prior to cell infection. All experiments are perl'ormed in triplicate. 

5. In I 'ivo Infection Using Fah-['GF2 Conjugate 

In vivo experiments are performed in athymic nude mice implanted 
intraperitoneal ly (i.p.) with SK0V3.ipl ceils. The SKOV3.ipl cells (2 x 107) are 

1 5 implanted via an i.p. injection and allowed to grow for 7 days. Mice are then injected i.p. 
with either AdCMVLuc (1 x 108 fpu). AdCMVLuc-Fab, AdCMVLuc-Fab-FGF2. or 
AdCMVLue-Fab-FGF2 incubated with the anti-FGF2 antibody in a total volume of 600 
uL of media containing 2% FCS. 

The AdCMVLuc-Fab and AdCMVLuc-Fab-FGF2 conjugates are made in 

20 a manner consistent with that described above. Two days after Ad injection, the mice are 
sacrificed and the tumors and dorsal mesothelial lining harvested. The organs are rinsed 
with water, homogenized in grinding buffer (50 mM K,PO,,, I niM EDTA, I mM 
dithiothrcitol, 10% glycerol), and lysed with lysis buffer (Promega). The homogenates 
are incubated on ice for 30 minutes and then centrifuged for 10 min at 14.000 rpm and 4 

25 C. The supcmatanls are assayed for luciferase activity as described above and 
standardized for total protein content. 
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D. Results and Discussion 

1 . C'oniutiation of FGF2 to Fab 

The Fab fragment of the 1D6.14 anti-Ad5 knob ncLitralizing antibody is 
dcrivatized with SPDP and conjugated to the one remaining active cysteine on the FGF2 
5 niutein (Figure 4). The reaction is monitored by size exclusion HPLC and the conjugate 
purified using a heparin-Sepharose column followed by Sephacryl S-iOO gel filtration. 

Figure 4 illustrates a schema for the synthesis and purificaiion of the Fab- 
FGl'2 conjugate. It should be expressly understood that this schema may he applied to 
the synthesis and purification ol any Fab-ligand conjugate and is thus not limited to the 
10 one illustrated. 

Figure 5A shows the results of SDS-PAGF of Fab-FGF2 under non- 
reducing conditions. Equal amounts (2 ug) of FGF2 (lane 2). Fab (lane 3). or Fab-FGF2 
(lane 4) are applied to the gel and compared to the molecular weight standards (lane 1. in 
thousands) by staining with Coomassie blue. In Figure 5B. Western blot analysis of Fab- 

15 FGF2 conjugate is shown. The protein is transferred to a nitrocellulose membrane, 
probed with an anti-FGF2 rabbit polyclonal antibody and then with '"T-Protein A and 
visualized by autoradiography. A band is observed for FGF2 (lane 5) and for the Fab- 
FGF2 conjugate (lane 7). but not for Fab antibody alone (lane 6). 

Integrity of the conjugate is confirmed by SDS-PAGE analysis (Figure 

20 5A. Lane 4) in which the Coomassie stain showed bands corresponding to the Fab-FGF2 
conjugate and did not show the presence of free FGF2. In addition. Western analysis 
using an antibody generated against FGF2 showed bands corresponding to the size of the 
Fab-FGF2 conjugates (Figure 5B. lane 7) and did not show the presence of free FGF2. 
Thus, it is confirmed that FGF2 is conjugated to the Fab and that excess FGF2 had been 

25 removed. 

2. Functional Validation of Fab-FGF2 Conjugate 

The Fab-FGF2 conjugate is compared with unconjugated FGF2 in an 
endothelial cell proliferation assay. The results of the endothelial cell proliferation assay 
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showed the conjugation of the Fab to FGF2 did not interfere with the abihty of FGl'2 to 
bind to its cognate receptor and stimulate proliferation (Fig. 6A). 

To determine if the Fab-FGF2 conjugate still retained knob-binding 
ability, an ELISA assay is performed. 'I'hc plates are probed using an anti-FGF2 primary 
5 antibody and then with a goat anti-rabbit secondary antibody prior to addition of the 
substrate for visualization. The Fab-FGF2 conjugate had an absorbance of 3.70 ± 0.13 
when added to wells containing Ad5 knob, compared to 0.35 + 0.04 in wells without the 
Ad5 knob (Fig. 6B). In addition, the absorbance of the conjugate is significantly greater 
than when FGF2 alone is added (1.55 ± 0.03) (p<0.002). Therefore, we are able to show 

1 0 that the Fab portion of the Fab-FGF2 conjugate bound to Ad5 knob after conjugation and 
that the FGF2 portion of the conjugate is .still functional as evidenced by the endothelial 
cell proliferation assay. 

As summarized briclly above, the results of the assays are illu,sirated in 
Figures 6.A. and 36B. Figure 6 shows functional validation of the Fab-FGF2 conjugate;. 

15 In Fig. 6A, stimulation of endothelial cell proliferation by FGF2 and the Fab-FGF2 
conjugate is shown. Bovine aortic endothelial cells are treated with various 
concentrations of FGF2 or Fab-FGF2 (30 pg/mL to 6 ng/niL) and the cell number 
determined. Cell count (\ 1000) is plotted on the vertical axis, while pg/mF are plotted 
on the horizontal axis. Open circles represent FGF2. while closed circles represent Fab- 

20 FGF2. 

In Fig. 6B. Fab-FGF2 binding to Ad5 knob in an ELISA is ilkustrated. 
Recombinant Ad5 knob is probed with either Fab-FGF2. a blank control, or FGF2. As a 
control. Fab-FGF2 is added to plates that did not contain Ad5 knob. Absorbance is 
plotted on the vertical axis, while the following are shown on the horizontal axis of the 
25 bar graph, proceeding from left to right: No knob + Fab-FGF2; Knob + Fab-FGF2: Knob 
alone: and Knob + FGF2. 

3. !n Viiro Infection Using Fab-FGF2 Conjugate 

Flaving shown that the Fab-FGF2 conjugate stimulated endothelial cell 
30 proliferation and bound to the adenoviral fiber knob, the conjugate is then used to show 
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targeting of AdCMVLiic to high-affinity FGF receptors in vino. Four cell hues — 3T3. 
PANC-1. SK0V3.ipl. and D54\'IG - are infected with either AdCiVIVI.uc alone. 
AdCMVLuc premixcd with the Fab. AdCMVLuc premixed with the Fab-FGF2. or 
AdCMVLuc premixed with the Fab-FGF2 and tiie anti-FGF2 antibody. 
5 Iwenty-foiir hours posl-infection. a luciferase assay is performed. The 

3T3. PANC-i. SECOVj.ipl. and D54 iVlG ceils infected with AdCMVLuc alone resulted 
in luciferase activity of 3.7 x 10'. 5.8 x 10'. 8.4 x 10', and 2.0 x 10" RLU/ug of protein, 
respectively (Figure 7). 

Figure 7 illustrates the results of />? viivo infection of a panel of cell lines 

10 using the Fab-FGF2 eonjugale. In Fig. 7A. inhibition of luciferase expression by the l ab 
is shown. The four cell lines are infected with either the AdCMVLuc or the AdCMVLuc 
premixed with the Fab as described in the text. The data are expressed as a percentage of 
the luciferase expression when AdCMVLuc alone is used for each cell line. Percentage 
is plotted on the vertical axis; cell lines 3 f3. PANC-1, SK0V3.ipl. and D54 MG are 

15 illustrated along the horizontal axis. Open bars represent AdCMVLuc. while closed bars 
represent AdCMVLuc ^- Fab. 

[n Fig. 7B. luciferase expression in the four cell lines when infected with 
either AdCMVL . or the AdCMVLuc-Fab-FGF2 conjugate is shown. The bars illustrate 
the luciferase expression in relative light units (RLU) per microgram of protein and 

20 represent triplicate measurements ± standard deviation. RLU/ug of protein is plotted on 
the vertical axis. On the horizontal axis, cell lines 3T3. PANC-1. SK0V3.ipl. and D54 
MG are illustrated. Closed bars represent AdCMVLuc. while cross-hatched bars 
represent AdCMVLuc + Fab-FGF2. 

In Fig. 7C. inhibition of lucifera.se expression by the anli-FGF2 antibody 

25 is shown. The four cell lines are infected with either AdCMVLuc premixed with the 
Fab-FGF2 conjugate or AdCMVLuc premixed with the Fab-FGF2 conjugate and the 
anti-FGF2 antibody as described above. 1 he data are expressed as a percentage of the 
luciferase expression seen when the ADCMVLuc-Fab-FGF2 complex is u.sed for each 
cell line. Percentages are plotted on the vertical axis: cell lines 3T3. PANC-1, 

30 SKOV3.ipl, and D54 MG are illustrated along the horizontal axis. Lightlv shaded bars 
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represent AdCN4VLuc + Fab-PGF2. while the dark, closed bars represent AdCMVLuc + 
Fab-FGF2 + anti-FGF2 Ab. 

The infection is inhibited in each of the cell lines by 97,0. 98.8, 69.3. and 
98.3%. respectively, when AdCMVi.uc is premixed with the Fab antibody (Figure 7A). 

5 [nterestingly- each of the cell Hues exhibited a higher level of luciferase activity (2.9 .x 
10\ 1.3 X 10\ 2.0 X lO'. and 4.1 x 10" RLU/ug of protein, respectively) when infected 
with AdCMVLuc premixed with the Fab-FGF2 conjugate than when infected with 
AdCMVLuc alone (Fig. 7B). The anti-FGF2 antibody inhibited cell infection by the Ad- 
Fab-FGF2 complex by 96.1. 96.3, 90.1. and 94%. respectively (Figure 7C.). These 

10 results demonstrated that the complex specifically re-targetcd Ad to high-affmity FGI' 
receptors. By re-targeting through this pathway, higher levels of gene transfer are 
achieved than when Ad is routed through its native receptor pathway. 

4. In Vivo Infection Using Fiib-FGF2 Coniuaate 

, 5 Therapeutic index in gene therapy approaches is frequently dictated by the 

differential between tumor and non-tumor cell transduction. We thus explored the 
capacity to achieve tumor-specific delivery in a murine model of ovarian carcinoma. 
Luciferase activity in the tumor and dorsal mesolhelial lining in athymic nude mice 
bearing SK0V3.ipl tumors in the peritoneum is determined 48 hr after i.p. 

20 administration of AdCMVLuc alone. AdCMVLuc premixed with Fab. AdCMV Luc 
premixed with Fab-FGF2, or AdCMVLuc premi.xcd with Fab-FGF2 and the anti-FGF2 
antibody (Table 1). Table I shows luciferase expression (RLU/ug) in the tumor and 
dorsal mcsothelial lining 48 hr after administration of the various AdCMVLuc 
complexes for each athymic nude mouse. 

25 
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IVLuc 


AdCMVLuc ^ 
Fab 


AdCMVLuc -f 
Fab-FGF2 


AdCMVLuc + 
Fab-FGF2 + anti- 
FGF2 


Animal 

U 


Tumor 


Lining 


Tumor 


Lining 


Tumor 


Lining 


Tumor 


Lining 


1 


^■8.2 


10.3 


180 


8.9 


5557 


1098 


1853 


26.8 




36.8 


24.2 


7.0 


8.3 


25.843 


452 


5578 


108 




133 


21.2 


1 1.0 


4.5 


5633 


212 


1132 


153 


4 


255 


4.5 


177 


7.1 


7587 


201 


294 


56.4 








34.2 


33.0 


1628 


55.0 


2648 


208 










Mean 


1.1, 


15.1 


81.8 


12.4 


9250 


404 


2301 


1 10 


std dcv 


±92 


±9.2 


±88.9 


±11.7 


+9525 


+413 


±2028 


±72.9 



The resulLs illustrated in Table • 1 indicate that the tumor is more 
5 susceptible to Ad tran.sduction than the dorsal mcsolhelial lining (131 vs. 15.1 RLU/ug 
protein, respectively) and both organs showed a reduction in luciferase activity when the 
Ad-Fab complex is administered to mice (37.6% inhibition in tumor and 17.9% 
inhibition in abdominal lining). However, when the mice are administered Ad-Fab- 
FGF2. both the tumor and the abdominal lining exhibited higher luciferase activity (9250 

10 and 404 RLU/ug protein, respectively) than when administered the Ad alone. The ratios 
of luciferase activity in the tumor to the luciferase activity in the dorsal mesothelial 
lining when AdCMVLuc alone or AdCMVLuc targeted with Fab-FGF2 are administered 
are 18.5 and 31.2. respectively. These results demonstrate that the Fab-FGF2 conjugate 
targets AdCMVLuc preferentially to the FGF receptor-positive tumor cells in this in vivo 

1 5 model of ovarian cancer. 
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EXAMPLE 3 
Preparation of FGF Muteins 

5 As disclosed above. F'GF-related molecules, includinti analogs, 

derivatives. IVagments. and mimics thereof, are useful in conjugates, compositions, 
systems and methods of the present invention. Procedures for the preparation of FGF 
muteins are provided hereinhelovv for purposes of example and illustration of some ot the 
molecules that are useful as disclosed herein. 

10 

F. Materials and Methods 

1 . Reauents 

Plasmid pFC80. containing the FGF2 coding sequence, is a gift of 
Drs. Paolo Sarmientos and Antoneiia Isacchi of Farmitalia Cargo Frba (Milan. Ualy). 

15 Plasmid pFC80. has been described in the PCT Application Serial No. WO 90/02800 and 
PCT Application Serial No. PC'I7US9.3/05702. The sequence of DNA encoding FGF2 in 
pFC80 is that set forth in PCT Application Serial No. PCT/US93/05702. 

Plasmid isolation, production of competent cells, transformation and Ml 3 
manipulations are carried out according to published procedures (Sambrook et al., 

20 Molecular Clonm^. a Lahoraiory MamiciL Cold Spring Harbor Laboratory Press. Cold 
Spring Harbor. NY. 1989). Purification of DNA fragments is achieved using the 
GENECLEAN II kit, purcha.sed from Bio 101 (LaJolla. CA). Sequencing of the 
different constructions is performed using the SEQUENASR kit (version 2.0) of USB 
(Cleveland, Oi l). 

25 

2. Sodium Dodecvl Sulfate (SDS) Gel Electrophoresis and Western Blotting 
SDS gel electrophoresis is performed on a PhastSy.stem utilizing 20% gels 

(Pharmacia). Western blotting is accomplished by transfer of elecirophoresed protein to 
nitrocellulose using the Phast'fransfer system (Pharmacia), as described by the 
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manufacturer. The aniisera to SAP and basic FGF arc used at a dilution of 1:1000. 
Horseradish pcro.xidase labeled anli-IgG is used as the second antibody. 

F. Preparation ol'the mutatzenized FGF hv site-directed mutauencsis 

5 Cysteine to serine substitutions arc made by oligonucleotide-directed 

mutagenesis using the .Amcrsham (Arlington Fleights. IL) in iv'//o-mutagcnesis system 
2.1. Oligonucleotides encoding the new amino acid are synthesized using a .380B 
automatic DN.A synthesizer (Applied Biosystems. Foster City. CA). 

10 1. iVluta'jenesis 

The oligonucleotide used for in vino mutagenesis of cysteine 78 is 
AGGAG'rG'fC'iGCiAACC. which spans nucleotides 225-241 of FGF2. Ihe 
oligonucleotide for mutagenesis of cysteine 96 is 

TTCTAAATCGGTTACCGATGACTG. which spans nucleotides 279-302. The mutated 

15 replicative form DNA is transformed into E. coli strain JM109 and single plaques are 
picked and sequenced for verification of the mutation. The FGF mutated gene is then cut 
out of Ml 3. ligated into the expression vector pFC80. which had the non-mutated form 
of the gene removed, and transformed into E. coli strain JVI109. Single colonies are 
picked and the plasmids sequenced to verify the mutation is present. Plasmids with 

20 correct mutation arc then transformed into the E. culi strain FICE 2 and single colonies 
from these transformations are u.sed to obtain the mutant basic FGFs. Appro.ximately 
20 mg protein per liter of femientation broth is obtained. 

2. Purification of mutaoenized FGF 

25 Cells are grown overnight in 20 ml of FB broth containing 100 ug/ml 

ampicillin. The next morning the cells are pelleted and transferred to 500 mi of M9 
medium with 100 ).ig/ml ampicillin and grown for 7 hours. The cells are pelleted and 
resuspended in lysis solution (10 mM TRIS. pll 7.4. 150 mM NaCl. lysozyme. 
10 i-ig/mL. aprotinin. 10 ug/mL. leupeptin. 10 ug/mL. pepstatin A, 10 {.ig/mL and 1 miVI 

30 PMSF; 45-60 ml per 16 g of pellet) and incubated while stirring for 1 hour at room 



BNSOOCICh <WO_984050aA1J_> 



wo 98/40508 



121 



PCTAJS98/04964 



temperature. The solution is frozen and thawed three times and sonicated tor 2.5 
minutes. I'hc suspension is eentriluged; the supernatant saved and tiie pellet resuspended 
in another volume oF lysis solution without lysozyme. ceiitrifuged again and the 
supernatants pooled. E.xtract volumes (40 ml) are diluted to 50 ml with 10 mM TRIS. 
5 pl l 7.4 (butler A). Pools are loaded onto a 5 ml Hi- Trap heparin-Sepharose column 
(Pharmacia. Uppsala, Sweden) equilibrated in 150 niM sodium chloride in buffer A. The 
column is washed with 0.6 M sodium chloride and 1 M sodium chloride in buffer A and 
then eluled with 2 M sodium chloride in buffer A. Peak fractions of the 2 M elution. as 
determined by optical density at 280 nm. are pooled and purity determined by gel 

10 electrophoresis. Yields arc 10.5 mg of puritled protein for the Cys'*' mutant and 10.9 mg 
for the C.'ys'"' mutant. 

The biological activity of [C78SJFGF and [C%SJFGF is measured on 
adrenal capillary endothelial cells in culture. Cells are plated at 3.000 per well in a 24 
well plate in 1 ml of 10% calf serum-HDMEM. Cells are allowed to attach, and samples 

15 are added in triplicate at the indicated concentration and incubated for 48 h at 37°C. An 
equal quantity of samples is added and further incubated for 48 hr. Medium is aspirated: 
cells are treated with trypsin (1 ml volume) to remove cells to 9 ml of Hematall diluent 
and counted in a Coulter Counter. The results show that the two mutants that retain 
virtually complete proliferative activity of native basic POP as judged by the ability to 

20 .stimulate endothelial cell proliferation in culture. 

EXAMPLE 4 
Efficacy and Toxicity of FGF-Ad 

25 As disclosed above, viral vectors re-targeted with polypeptides that target 

the FGF receptor - including derivatives and fragments of FGF and polypeptide portions 
thereof - are useful in conjugates, compositions, systems and methods of the present 
invention. Procedures and exemplary data illu.strating some of the novel and unexpected 
advantages of the use of the constructs of the present invention arc provided hereinbclow 

30 for purposes of example and illustration. 
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A. Methods 

1 . Toxicity Assessment In Vivo 

Toxicity oi'FGF Ad Pgal and Ad (3gal is assessed in female C57B1/6 mice 
5 {n=5/gioup). For preparation of FGF Ad Pgai or Ad Pgal. 77 f.it; of FGF-Fab. or an 
equivalent volume of 0.9% NaCl is incubated for 30 minutes at room temperature with 2 
X 10'" pfu of Ad pgal. 2 x 10'" pfu of either Ad Pgal or FGF- Ad pgal arc injected 
intravenously per mouse (over a 30 second period) in a final volume of 0.32 ml. Control 
mice received 0.32 ml of excipient (25 niM Tris pll 7.5. 100 niM NaCl. 10 mg/ml 

10 lacto.se). On day 4 post injection. 2 mice per group are .sacrificed. Serum is collected for 
analysis of serum transaminases and alkaline phosphaicisc. The liver, lungs, spleen, and 
kidneys arc removed and weighed. A portion of liver and lung are immediately snap 
frozen in liquid nitrogen, .stored at -80°C and then processed for quantitative analysis of 
P-galactosida.se activity. Portions of each organ are snap frozen in OCT using isopentane 

15 precooled with dry ice and .stored at -80°C. Another portion of each organ is fixed for 4 
hours at 4°C in 10% neutral buffered formalin and then embedded in paraffin. On day 7. 
three mice per group are sacrificed and tissues and serum are processed in the same 
manner. 

20 2. B-ualactosidase Activity .Measurement 

B-gal activity is quanlitaied in mouse liver homogenates according to 
standard techniques. Briefly, frozen tissues are minced with razor blades and 
homogenized on ice in cold lysis buffer by hand using glass douncers. 0.1 g of organ 
weight is added per niL of 0.2% Triton. lOOmM Potassium Phosphate lysis buffer, pll 

25 7.8. Homogenates are clarified by two centrifugation steps of 20 minutes each at 4°C in a 
microfuge at 12.000 x i,'. Supernatants arc treated with Chelex-100 resin (BioHad catalog 
# 142-2842) by adding 0.25X volume chelator to each sample. Homogenates are then 
vortexed briefly, incubated at room temperature for 2-5 minutes, and centrifugcd for 30 
seconds in a microfuge at 12K x g. A two-fold dilution series of each supernatant is 

30 assayed using the Clontech Luminescent B-gal Detection Kit II (catalog # K2048-I). 
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lOnl of each sample dilution is incubated with 75|.il Ciontech B-gal Reagent in 46-vveii 
plates at room temperature for 1 hour and read in a Oynatech Laboratories MIJOOO 
Microtiler plate luminometer. The activity of each sample is determined by extrapolation 
from a standard curve of R-gal enzyme supplied with the Ciontech kit, and is expressed 
5 in mlJ/g organ weight. 

3. Histological Determination of P-galactosidase Activity 

Eight micron cryostat sections are fixed in 2% PFA. 0.5% GA in PBS pH 
7.4 for 30 min. at room temperature. Tissue sections are then rinsed in FBS containuig 

10 0.03% NP-40 and 2 mM MgCl, and incubated in X-Cial solution for 16 hr. at 37°C (1 
mg/ml X-Gal. 5 mM K,Fe(CN),. 3 mM KjFc(CN), in PBS pH 7.4 containing 2 mM 
MgCK and 0.03"/o NP-40). Slides are rinsed in PBS. posll'ixed m 10% buffered formalin, 
counterstaincd for 15 sec. with Nuclear Fast Red, dehydrated and mounted. For 
morphological studies, routine hematoxylin and eosin staining is performed on paraffm 

15 embedded tissues. 

4. In Vivo Tumor Model 

FGF-AdiisviK prepared by mixing 0.3 |.ig of FGF-Fab with 1 x lO** pfu of 
FGF-AdHsviK ^i"^ incubating for 30 minutes at room temperature. Either FGE-AdnsviK • 

20 Ad„svTK • or 20 mM FIEPES buffer arc then mixed with B16 melanoma cells in 
suspension at an MOI of 50. Fhis mixture is incubated at room temperature for one hour. 
Female BDFl mice (n=8/group) had 2 x 10" B16 cells, treated with either FGF-Ad|,sviK • 
Adiisvix • or 20 mM HEPES buffer implanted intraperitoneally on day 0. Mice are then 
treated with ganciclovir (or FFO) beginning on day 1, qdxl4. at a dose of 100 mg/kg. 

25 Mice are then followed for survival. Statistical analysis is performed using Kaplan- 
Meier and a Logrank (Mantel-Cox) post-hoc analysis. 
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B. Results 

1 . I oxicitv analysis 

To accomplish retargeting of Ad. wc have made a bi-functional molecule 
by conjugating FGF-2 lo a blocking anti-adenoviral knob Fab. This molecule is then 
5 incubated with Ad prior to transduction of cells in vin o or use in vivo. To determine if 
F(iF-2 retargeted Ad blocks the native tropism of Ad for the liver. FGF-2Adpgal and Ad 
(3gal are injected intravenously into mice and expression of {5gal in hepatocytes is 
assessed. 

Figures 8A-C illustrate the expression of p-galactosida.se in the liver of 
10 mice after treatment with Adpgal or FGF2-AdPgal. In Fig. A. no Xgal stained cells in 
the liver of C57I3I/6 mice treated with excipient are seen. In Fig. 8B. numerous Xeal 
stained hepatocytes are pre.sent in the liver of C57BI/6 mice treated with Adpgal at a 
dosage of 2x10'" pfu per mouse, i.v. In Fig. 8C. treatment with FGF2-Adpgal at 2x10"' 
pfu per mouse, i.v. tran.sduces very few hepatocytes. 
15 On day 4 po.st-administration. numerous Xgal stained hepatocytes are 

present in the livers of mice treated with Adpgal (see Fig. SB). In the livers of mice 
treated with FGF-2Adpgal, there is a demonstrable decrease in Xgal stained hepatocytes 
(Fig. 8C). Quantitation of p-galactosidase activity in liver (Tabic 2) demonstrated 30- 
fold less pgal in the FGF-2 Adpgal treated group than the in Adpgal treated group. 
20 Results are similar on day 7 post-administration for both Xgal staining and quantitation 
of p-galactosidase activity (Xgal staining omitted, quantitation in Table 2). 
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Table 2 

Ouanlitation of (VGalactosida.se in the Liver 
of Mice 'I rcalcd with Ad(3Gal or FOF-AdpCal 



Treatment 


Mean (Kialactosidasc Activity 
(mU/gram)* 


Day 4 


Day 7 


AdpGal 


2008. 6542 


1719, 50. 91 


FGK-Ad(Kjal 


157. 126 


5. 7.4 



*Activity measurements from individual animals. 



Figure 9 shows the scrum transaminase and alkaline phosphatase levels in 
10 mice treated with Ad(3gal or FGF2-AdPgal, Scrum transaminases (AST. ALT) and 
alkaline phosphatase are measured on day 7 in C57B1/6 mice after treatment with either 
excipicnt; Adpgal. 2x10'" plu, i.v.; or FGF2-AdPgal. 2,\I0'" pfu. i.v. 

On day 7 post-administration, serum transaminase levels are elevated 8.2 
to lj.6-fold in the AdPgal treated group but only a moderate 3.2 to 4.7-fold in the FGF- 
15 2AdPgal treated group (see Fig. 9). Serum alkaline phosphatase is also elevated in the 
serum of AdPgal treated mice but is normal in FGF-2 Adpgal treated mice. 

Figures lOA and lOB illustrate the histopathology of the liver of mice 
after treatment with AdPgal or FGF2-AdPgal. Hematoxylin and eosin stained paralTm 
.sections of the liver of C57BI/6 mice treated with cither AdPgaL 2x10" pfu. i.v. (Fig. 
20 lOA): or FGF2-Adpgal. 2x10'" pfu. i.v. (Fig. lOB). Hxtensivc hepatocellular necrosis 
and inflammatory infiltrate present in the liver of mice treated with Adpgal. There is 
nearly complete abrogation of hepatocellular necrosis in the liver of mice treated with 
FGF-2AdPgal. Also, very little inflammatory infiltrate is observed. 

Histopathology on day 7 also revealed evidence of significant 
25 hepatocellular necrosis and inflammatory infiltrate in the liver of mice treated with 
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AciPgal but analysis of livers from the FGF-2 AdPyal treated group revealed that the 
hepatocellular necrosis is almost completely abrogated and no inllammatory infiltrate is 
present (Figure 10). 



5 2. Ex vivo transduction of 016 melanoma 

To determine whether FGF-Ad can transduce cells which are insensitive 
to Ad, the B16 murine melanoma cell line is chosen as the target. Bt6 celts arc 
incubated for I hour t'.v vivo with cither Adlk or FGF-2Adtk prior to implantation 
intraperitoncally in BDFl mice. Ganciclovir therapy is initiated in vivo, one day post 
10 tumor cell inoculation. 

Figure 1 I shows a survival analysis of tumor bearing mice treated with 
either Adlk or FGF2-Adtk. B16 melanoma cells arc treated t-.x vivo for one hour with 
cither Adtk or FGF2-Adtk and then implanted intraperitoncally into BDFl mice at 2x10'' 
cells per mouse. Mice are then treated with either ganciclovir (GCV) or 11,0 (as a 
15 control) for 14 days. i.p. Survival of tumor bearing mice treated with FGF2-Adtk and 
then administered ganciclovir is prolonged; such mice have a statistically prolonged 
survival compared to all other groups (p<0.00r). 

fhe survival of mice bearing B16 melanoma treated with Adtk plus 
ganciclovir is indistinguishable from the control mice which received untreated B16 
20 tumor cells plus the ganciclovir regimen (Fig. 11). In striking contrast, mice which 
received B16 melanoma treated with FGF2-Adtk demonstrated a 247% increase in 
median survival compared with control mice (Fig. 1 1 ). 

EXAMPLE 5 

25 FGF2 Eniianckment of Ad-Mediated Delivf.ry of the HSVTK gene 

IN A MURINE MODEL OF OVARIAN CANCER 



In a murine model of human ovarian carcinoma, an FGF2-redirected 
adenoviral vector carrying the gene for herpes simplex virus thymidine kinase 
30 (AdCMVHSV-TK) is shown to result in a significant prolongation of survival compared 
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with the same number of particles of unmodified AdCMVHSV-TK. In addition, 
equivalent survival rates arc achieved with a tenfold lower dose of the FGF2-redirected 
AdCMVIISV-TK compared with the unmodified vector. I'hese findings suggest that 
strategies to enhance the efficiency of infection of adenoviral vectors may be of great 
5 clinical utility. 

As described in previous examples, efficient gene delivery can be 
achieved via the use of iropism-modified Ad vectors specifically retargeted to receptors 
other than the primary receptor recognized by the knob domain of the Ad fiber. By 
comple.xing an Ad5 vector with a bispecific conjugate (Fab-FGF2). significant 
10 enhancement of gene delivery in four Kaposi's sarcoma cell lines has been demonstrated 
(.see F.xample 1 above). To further delineate the therapeutic benefit to this approach, 
conjugates are constructed and utilized in a murine model of human ovarian cancer, as 
further described herein. 

1 5 A. Methods 

1 . Cells and viruses 

Ihe human ovarian carcinoma cell line SKOV3.ipl is readily available 

from a variety of sources. Our supply is obtained from Janet Price (Baylor University. 

Houston, TX) and maintained in Dulbecco's modification of Eagle's medium (DMEM). 
20 293 cells arc purcha.sed from the American Type Culture Collection. Rockville. MD and 

maintained in DMEM/HanTs F-12 medium. (See also Graham, et al.. ,/. General Virol. 

36: 59-72 (1977).) The media are .supplemented with 10% heat-inactivated fetal calf 

serum (FCS). glutaniinc (2 mM), penicillin (100 units/ml) and streptomycin (100 |-tg/ml) 

and the cells are propagated at 30°C in a 5% CO, atmosphere. FCS is purcha.scd from 
25 HyClone Laboratories, Logan. UT and media and supplements are from Mediatech. 

Hcrndon, VA. 

AdCMVLuc. an E1-. E3-deleted Ad5 vector which expresses firefi) 
luciferase under the control of the CMV promoter, is provided by R.D. Gerard. 
University of Texas Southwestern medical Center. Dallas. TX (see Hcrz and Gerard. 
30 PNAS USA 9(7:2812-28 16 (1993)). AdCMVIacZ, an El -deleted Ad5 vector which 
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expresses E. coli P-galactosidase from the CMV promoter is obtained from De-chu Tang 
fUniversiiy oT Alabama at Birmingham. AL). AdCMVUSV-TK has been described 
previously and is an El -deleted Ad5 vector which expresses HSV-TK from the CMV 
promoter (see Rosenfeld et al.. Clin. Cancer Res. /: 1571- 1580 (1995)). The recombinant 
5 adenoviral vectors are propagated on the permissive 293 cell line and purified according 
to standard techniques (Graham and Prevec. "Manipulation of Ad Vectors." in Methods 
hi Molecular Biology Vol 7, Gene Transfer ami Expression Techniques, Murray and 
Walker (eds.). Humana Press. Clifton, 1991. pp. 109-128). 

10 2. (teneration and characterization of Fab-FGF2 conjugate 

I he rab-FGF2 conjugate is constructed by conjugating the Fab fragment 
of 1D6.14. a neutralizing monoclonal antibody directed against the Ad5 knob, with an 
FGF2 mutein as described elsewhere herein. ./\nalysis by mass spectrometry indicated 
that the conjugate contained a single molecule of FGF2 linked to a Fab fragment. The 

15 FGF2 component of the Fab-FGF2 conjugate retained the ability to bind its cognate 
receptor and stimulate endothelial cell proliferation. The Fab component of the Fab- 
FGF2 conjugate retained the ability to recognize trinieric Ad5 knob, as determined in an 
ELISA. 

20 3. Assays of adenoviral infection in viiro 

Preliminary experiinents are performed as previously described herein to 
determine the optimal neutralizing dose of the 1D6.I4 Fab fragment. Sixteen hours prior 
to infection, SK0V3.ipl cells are seeded in 24- well plates at a density of 24,000 ceils per 
well. Increasing dilutions of the Fab fragment are incubated with lO** PFU of 

25 AdCMVLuc for 30 min at room temperature in a total volume of 20 ul HEPES-buffered 
saline (HBS). The vector is then diluted with DMEM/F-12 + 2% FCS (infecting 
medium) and 100 |.il of the complexes are added al an MOl of 50 PFU per cell to the 
SK0V3.ipl cells. After incubation for I h at 30°C. the infecting medium is aspirated 
and replaced with 1 ml of DMEM/F-12 + 10% FCS (complete medium). Following 

30 incubation for a further 24 h at 31^C. the cells are ly.sed and extracts are assayed for 
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lucilerase activily by a chemiliiminescenl assay fPromcga. Madison. Wl). I'he protein 
concentration of the lysates is determined in order to permit normalization of the data. 
The lowest dose of Fab which blocked infection is used in subsequent experiments. In 
addition, since the molar ratio of Fab to FGF2 in the conjugate is known to be 1:1. this 
5 value is used to calculate the optimal dose of Fab-FGF2 to be employed in subscqtient 
retargeting experiments. 

io determine the ability of the Fab-FGF2 conjugate to enhance 
adenovirus-mediated gene delivery. .AdCMVLuc (5 x lO' PFU) is preincubatcd with the 
optimal dose of the Fab fragment (1.44 ^ig) or Fab-FGF2 conjugate (1.94 |.ig) in 20 ul 
1 0 HBS for 30 min at room temperature. The vector or vector complexes arc then diluted in 
infecting medium and 24.000 SK0V3.ipl cells in 24 well plates are infected at an MOl 
of 50 PFU per cell in a fmal volume of 100 (.il. Inhibition experiments are performed by 
adding a polyclonal anti-FGF2 antibody (Sigma. St. Louis. MO) to the AdCMVLuc-Fab- 
FGF2 complex prior to infection. Cell lysates are assayed for luciferase activity 24 h 
1 5 post-infection. The protein concentration of the lysates is determined in order to permit 
normalization of the data. Statistical analysis is performed using the Student t-test. 

In order to quaniitate the number of transduced cells. SKOV3.ipl cells are 
infected with AdCMVLacZ. Sixteen hours prior to infection. SK0V3.ipl cells are 
seeded in 6-well plates at a density of 3 x 10'^ cells per well. AdCMVLacZ (5x10^ PFU) 
20 is preincubatcd with or without Fab-FGF2 (1.94 ^ig) in 20 yy\ HBS for 30 min at room 
temperature. The vector or vector-Fab-FGF2 complexes are then diluted in infecting 
medium and incubated with the SK0V3.ipl cells at an MOl of either 5 or 50 PFU per 
cell in a final volume of 200 ^1. After 1 h at 30°C. the infecting medium is aspirated, the 
cells are washed with PBS and 3 ml of complete medium are added to each well. 
25 Expression of p-galactosidase is determined 24 h post-infection by staining with the 
chromogenic substrate X-gal according to standard techniques. The cells are rinsed 
twice with PBS and fixed with 0.5% glutaraldehyde for 10 min at 37°C. Cells are then 
washed twice for 15 min with PBS containing 1 mM MgCL. after which they are stained 
with a PBS solution containing 5 mM IC,Fe(CN)„. 5 mM K,Fe(CN)„. 1 mM MgCL and 1 
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mg/ml X-gal (5-bromo-4 chloro-3-indoiyl-beta-D-galactosidc: Sigma). Alter removal of 
the X-gal solution, the eelis are overlaid with 70% glycerol, and stored at 4°C. 

't- In vivo survival experiment 
:> Female SCID mice aged 6-8 weeks arc obtained from the National Cancer 

Animal Program (Frederick. MD). and received an intraperitoneal injection of 2 x 10' 
SK0V3.ip] cells on day 0. hi order to study the effects on survival, the mice are 
separated into 10 groups of 10 animals, except that the control group with tumor cells 
only contained 5 mice. On day 5. the treated groups are injected intraperitoneally with 2 
10 X 10^ or 2 X 10" PF[J of AdCMVl ISV-TK alone or AdCMVHSV-TK complexed with 
FGF2. Forty-eight hours later, half of the groups are treated with an intraperitoneal 
injection of ganciclovir (50 mg/kg bodyweight) for 14 days. The mice are monitored 
daily for survival. Survival differences between control and experimental groups are 
then compared and the statistical significance analyzed using the log-rank test. 

15 

B. Results and Discussion 

Binding .studies with '-^-labeled FGF are first performed in order to 
confirm that the target ovarian cancer cell line. SK0V3,ipl, possessed FGF receptors 
(data not shown). AdCMVLuc. an E1-. E3-deleted Ad5 vector which expresses firefly 

20 lucifera.se (llerz. et al.. PNAS USA 90:2812-16 (1993)). is then premixed with the 
unconjugated anti-knob Fab fragment or the Fab-FGF2 conjugate prior to infection of 
SK0V3.ipl call monolayers at a multiplicity of infection (MOI) of 50 plaque-forming 
units (pfu) per cell. Expression of luciferase activity in infected cells is determined 24 
hours posi-infeciion; this value is directly proportional to the number of infecting virus 

25 particles. 

Figure 12 illustrates the enhancement of Ad-mediated gene delivery by 
the Fab-FGF2 conjugate. AdCNVLuc (5 x 10' pfu) as preincubated with the optimal 
dose of the Fab fragment (1.44 ^g) or Fab-FGF2 conjugate (1.94 f.ig) in 20 |.iL HBS for 
30 min at room temperature. The vector or vector complexes are then diluted in 
30 DMEM/F-I2 ^ 2% PCS and 24.000 SK0V3:ipl cells in 24-well plates are infected at an 



BNSDOCID: <WO_984050a*1J_> 



wo 98/40508 



13! 



PCT/US98/04964 



MOl of 50 pt'u/ccll. Inhibition experiments are performed by adding a polyclonal anti- 
FCTr-2 antibody (Sigma. St. [.oui.s. MO) to the Ad CMVLiic-Fab-FGF2 compie.x prior to 
infection. Cell lysates are as.sayed for luciferase activity 24 hours post-infection. The 
protein concentration of the lysates is determined to permit normalization of the data. 
5 which arc expressed as relative light units (RLU) per microgram of cellular protein. 
Results arc the mean ± SI) of triplicate experiments. 

As shown in Figure 12. when AdCMVLuc is premi.xed with the Fab- 
FCiF2 conjugate the level of luciferase activity is more than 9-fold greater than that 
achieved by the unmodified vector (p<0.0007). This enhancement of infection is 

10 specifically mediated by FGF2: gene delivery by the Ad-Fab-F0F2 compie.x is inhibited 
by anli-FGF2 antibody. 

We next sought to investigate whether this FGF2-mediated enhancement 
in gene expression is due to infection of a greater percentage of target cells or to more 
gene copies per transduced cell. SK0V3.ipl cell monolayers are infected at different 

15 MOls with an El -deleted Ad5 vector carrying the fi-galactosidase reporter gene. 
AdCMVLacZ. in the presence or absence of Fab-FGF2. 

Histological data indicate that FGF-2 mediated enhancement of .'-Vd gene 
expression is the result of infection of a greater percentage of target cells, AdCMVLacZ 
(5 X 10' pfu) is preincubated with or without Fab-FGF2 (1.94 ^.ig) in 20 ).iL HBS for 30 

20 min at room temperature. The vector or vector-Fab-FGF2 complexes are then diluted in 
DMDM/F-12 + 2% FCS and SK.0V3.ipl cells are infected at an MOI of 5 or 50 pfu/cell. 
Expression of P-galactosidase is determined 24 hours post-infection by staining with the 
chromogenic substrate X-gal. Ti.ssues are examined from the following four groups: A: 
AdCMVLacZ, MOI = 5: B: AdCMVLacZ-FGF2. MOI = 5; C; AdCMVLacZ. MOI = 

25 50; and D: AdCMVLacZ-FGF2. MOI = 50 (results not shown). 

Twenty-four hours post-infection, the cells are stained with X-gal in order 
to demonstrate the expression of p-galactosidase. It is found that the Fab-FGF2 
conjugate mediated Ad infection of a greater percentage of target cells than the native 
virus, permitting the transduction of a given number of target cells to be achieved by a 

30 lower dose of vims (results not shown). 
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It is well recognized that adenoviral vectors produce a dose-dependent 
inflammatory response in rodents and primates. Vector-associated toxicity has also been 
observed in human clinical trials and threatens to prevent the adenovirus from realizing 
its full potential as a vector for human gene therapy. This suggests that it would be 
5 advantageous lo reduce the number of Ad particles required for a given level of gene 
transfer in vivo. Therefore, we sought to determine whether Fab-FGF2-mediatcd 
enhancement of Ad infection could be exploited for therapeutic advantage. 

A murine model of human ovarian cancer is established as described 
previously by intraperitoneal injection of SCID mice with SKOV3.ipl cells (Yu. et al.. 
10 Cancer Research Jj:891-8 (1993); Roscnfeld, et al., ,/. Molcc. Med. .7-^:455-462 91996)). 
Five days later, the treated mice are injected intraperitoncally at two MOls (2 \ 10'' or 2 x 
10" pfu) either with AdCMVHSV-TK. an El -deleted Ad5 vector which expresses the 
prodrug-activating HSV-TK gene, or with AdCMVHSV-TK premixed with the Fab- 
FGF2 conjugate. Mice arc then treated for 14 days with 50 mg/kg of the prodrug 
1 5 ganciclovir (GCV) or with an equivalent volume of scrum-free medium. Ten animals are 
studied in each group. These animals are monitored daily and the length of survival of 
each mouse is recorded (Fig. 13). 

Figure 13 illustrates the results of FGF2-enhancemcnt of Ad-mediated 
expression of the FISV-TK gene, which augments therapeutic benefit in a survival 
20 experiment. A total of 95 female SCID mice aged 6-8wccks are inoculated 
intraperitoncally with 2 x 107 SK0V3.ipl cells on day 0. On day 5. some mice are 
injected intraperitoneally with 2 x 10' or 2 x 10" pfu of AdCMVHSV-TK alone or 
AdCMVHSV-TK complcxed with FGF2 (n=20 mice per group). Forty-eight hours later, 
half of the mice in each group fn=10) are treated daily with an intraperitoneal injection of 
25 ganciclovir (50 mg/kg bodyweight) for 14 days. Control groups consisted of mice which 
received no virus or GCV (n=5) or mice which are treated with GCV only (n=10). The 
mice are monitored daily for survival, The percentage of animals surviving is plotted 
against the number of days post tumor cell inoculation. 

As expected, no significant increase in duration of survival over the group 
30 of untreated mice with tumors is observed for tho.se animals treated with GCV alone 
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fmcdian survival = 32 days). Nor is a survival advantage conferred in tlic absence of 
GCV by injection of cither AdCMVHSV-TK or AdCMVHSV-TK premixed with Fab- 
FGF2. Flovvcvcr. when considering treatment with ganciclovir, injection of the mice 
with AdCMVHSV-TK premixed with Fab-FGF2 is shown to result in a significant 
5 prolongation of survival time compared to injection with the same number of particles of 
unmodified AdCMVHSV-TK. Thus, when a viral dose of 10' pfu is employed, the 
median survival of mice injected with AdCMVHSV-TK premixed with Fab-FGF2 is 37 
days, compared with 35 days observed for the native virus (p=0.0025). 

Similarly, at a viral dose of 10" pfu. median survival is increased from 36 
10 to 44 da>s when the efficiency of adenoviral infection is enhanced by Fab-FGF2 
(p=0.0070). Of note, equivalent survival rates are achieved with a ten-fold lower dose of 
the redirected AdCMVFfSV-TK compared to the unmodified vector (37 days for lO' pfu 
AdCMVllSV-TK complexed with Fab-FGF2 vs. 36 days for 10' pfii AdCMVHSV-TK; 
p=0.3760). 

15 The fact that the Fab-FGF2 conjugate enhanced Ad infection by 

permitting infection of a greater percentage of cells rather than by producing more copies 
of the gene per cells is an important feature of this therapeutic modality. It has been 
reported that the antitumor efiect of the HSV-TK.'GCV cannot be augmented simply by 
increasing the HSV- TK enzyme levels per cell (HLshami. et al.. Cancer Gene Therapy 4: 

20 213-221 (1997)). In a study by Yee et al. exploring Ad-mcdiated gene delivery of FISV- 
TK in a murine ascites model of human breast cancer, a three-fold higher viral dose is 
employed in an attempt to increase survival (Human Gene Therapy 7: 1251-7 (1996)). 
However, they instead found that the higher dose led to substantial toxicity and more 
deaths. 

25 In contrast, we have been able to augment the efficiency of the IISV- 

TK/GCV sy.stem by increasing the number of cells expressing the enzyme. These results 
thus demonstrate that the Fab-FGF2-mediaied enhancement in Ad infection observed in 
vitro yielded a significant therapeutic benefit //; v/vo. Enhanced Ad delivery of the HSV- 
TK gene to the ovarian tumor cells resulted in an increase in host survival compared to 

30 an equal does of native vector. Moreover: the enhanced .Ad infection permitted an 
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equivalent therapeutic effect using a ten-fold lower close of AdCMVHSV-TK. Thus, by 
permitting therapeutically significant levels of gene transfer while minimizing the 
toxicity associated with high numbers of virus particles, the foregoing example suggests 
that strategies to enhance the efficiency of infection of recombinant Ad vectors may be of 
5 general clinical utility. 

EXAMPLH 6 

ASSF.SSMF.NT OF iMMUNOGbNICITY OF Rtn ARGF.TFD FGF2-ADV COMl'LEXFS 
COMl'ARED TO ADV 

10 

Adenoviral vectors have been shown to activate specific immune 
response. 1 he host immune response is specific to adenoviral protein including the fiber 
knob protein. FGF2-retargeted Ad will be used as a strategy to blunt or block the 
antiviral immune response. 

15 To evaluate adenoviral immunogcnicity. mice are treated with Ix 10'^ pfu 

of adenovirus alone or FGF2-retargeted adenovirus. The ratio of FGF-Fab to adenovirus 
is also varied in this experiment. A total of four groups with the total of number of 
animals in each group at 10 or 13. Group 1 animals received 200 (.d of excipient (25nM 
Tris pi I 7.5. 100 miVI NaCI, 10 mg/ml lactose) given by i,p. administration. Group 2 

20 received adenovirus alone at I x 10'' pfu in 200 |.d i.p. Group 3 received FGF2- 
retargeted adenovirus at 1x10'' pfu/200).il i.p. injection with FGF2-Fab to adenovirus 
knob ratio of 30:1. Group 4 received FGF2-retargeted adenovirus at 1 xlO'' pfu per 300 
f.tl given i.p. with a FGF2-Fab to adenovirus kiiob ratio of 2000:1 . Mice are checked and 
body weights are measured twice weekly. 

25 On day 21 post i.p. injection, blood samples are collected from 5 of the 

animals from each of the four groups. The blood samples are put into an Eppendorf tube 
and allowed to clot. The samples are centrifuged and the scrum is collected. Serum 
samples are assayed by ELISA for production of antibodies to adenoviral proteins and 
specifically to adenoviral knob protein. 

30 



BNStXX:iD: <WO_98<0508A1J_> 



wo 98/40508 



135 



PCT/US98/04964 



A. ELISA Assays 

1. Adenoviral CUSA 

Microtiter plates (96 well) arc coated with adenovirus (3 xlO"^ pfu in 100 
^1 per well) and incubated overnight at room temperature. The wells are ruise 3 limes 
5 with PBS and then blocked with PBS -(- 1 0% goat scrum for 2 hours at room temperature. 
The wells arc rinsed 3 times followed by addition of primary antibody at a dilution ol' 
1:50. After 30 minutes at room temperature the wells are rinsed 3 limes with PBS 
followed by addition of alkaline phosphatase anti-mouse Ig secondary. After 30 minutes 
the wells are rinsed with TBS (Tris buffered saline) followed by addition of PNPP 
10 substrate. Color reaction is allowed lo occur for 60 minutes. 

2. Adenoviral knob protein ELISA 

Microtiter plates (96 well) are coated with lOOng of knob protein in 100 ul 
per well and incubated overnight at room temperature. The wells are rinsed 3 times with 

15 PBS and then blocked with PBS + 10% BSA for 2 hours at room temperature. The wells 
are rinsed 3 times followed by addition of primary antibody at a dilution of 1:50. After 
30 minutes at room temperature the wells are rinsed 3 times with PBS followed by 
addition of alkaline phosphatase anti-mouse Ig secondary. After 30 minutes the wells are 
rinsed with TBS followed by addition of PNPP substrate. Color reaction is allowed lo 

20 occur for 60 minutes. 

B. Results 

Figure 14 illustrates antibody responses at day 21 following a single 
injection of excipient. adenovirus or FGF-Fab:Ad conjugate. Optical density (O.D.) x 
25 10' is plotted on the vertical axis, while data points corresponding to single injections of 
excipient. Ad. or FGF-Fab:Ad conjugate are identified on the horizontal axis. Open 
squares, circles and diamonds correspond to anti-adenovirus protein responses, while 
closed squares, circles and diamonds correspond to anti-knob protein responses. 

As shown, animals treated with excipient had a background respon.se 
30 ranging from 14 to 43 with a median response of 33 optical density units. Animals 
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treated with adenovirus developed a robust response to adenovirus proteins. Response 
varied from 1 180 to 667 with a median response of 808 optical density units (sec Fig. 
14). Antibody response generated from the FGF2-rctargeted adenovirus (at an FGF2- 
Fab:Ad ratio of 2000:1) is signiticanily reduced. Response varied f>om 556 to 38 with a 
5 median of 1 75 optical density units. 

To determine the percentage of response derived Irom knob protein the 
anlisera generated from all the treated groups are analyzed by knob E'LISA. Animals 
treated with excipient had background responses varying from 28 to 21 with a median 
response of 24 optical density units. Fig. 14 also shows that animals treated wiih 

10 adenovirus had a signiticant response lo knob protein ranging from 582 to 412 with a 
median response of 559 optical density units. Antibody response generated from the 
FGF2-retargeted adenovirus ( at a FGF2-Fab : adenovirus ratio of 2000:1 ) is significantly 
reduced. Response varied from 422 to 24 with a median of 34 optical density units. 

Therefore, it seems clear that retargeting of viral vectors using 

15 polypeptides reactive with the FGF receptor is a viable strategy, not only in the context 
of enhancing delivery and expression of a gene of choice, but in reducing the 
immunogenicily of the viral vector. Such retargeted vectors may well be more useful in 
producing systemic therapeutic effects in view of their reduced potential for stimulating 
an antibody response in an individual to which such vectors are administered in a 

20 therapeutic context. 

EXAMPLE 7 

Enhanced Gene Delivery to Vascular Endothelial 
AND Smooth Muscle Cells 

25 

Based on the rapidly expanding knowledge of the molecular bases of 
vascular pathology, delivery of therapeutic genes to the vasculature is a rational approach 
to the treatment of many diseases. Particular applications which have been suggested 
include atherosclerosis, coronary artery restenosis following angioplasty, peripheral 
30 vascular disease and primary pulmonary hypertension, as well as the neova.scularization 
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associated with tumor growlh (Finkel T, et al., FASEB J. 1995; 9(10):843-85 1 : Gibbons 
GH. et a!.. Science. 1996: 272(5262):689-693; Nabcl EG. Circulation. 1995: 91(2):541- 
548: Isner JM. et al.. Hum Gene Thei: 1996; 7(8):989-101 1 ; Isncr JM. ct al.. Lcmcel. 
1996: 348(9024):370-374: Rios CD. et al.. Arrerio.scl Tlvomh Vase Biol. 1995; 
5 15(12):2241-2245: Rodman DM, et al., Am.J Respir Cell Mol Biol. 1997; 16(6):640-649: 
Muiler DW. et al.. Circ Res. 1994; 75(6):1039-1049). 

The nature of these disorders requires that effective gene therapy 
strategies must be based on direct in .siiu gene delivery. Thus, any proposed approach is 
dependent on a vector vehicle which is capable of achieving adequate gene delivery to 

10 taruel cells in vivo. Of the currently available vector systems, the adenovirus has a 
number of properties which make it a promising vector for in vivo applications (Brody 
SL. et al.. Ann ^^ Y Acad Sci. 1994; 716:90-101) and a number of gene therapy 
approaches for vascular disea.ses have been developed in model systems employing these 
vectors (Rios CD. ct al.. Arterio.scl Thromh (-a.vc Biol. 1995: 15(12);224I-2245: Rodman 

1 5 DM, ct al.. Am J Respir Cell Mol Biol. 1997: l6(6):640-649: Muller DW. et al.. Circ Re.s. 
1994; 75(6): 1039-1049: Harrell RL. et al.. Circulation. 1997: 96(2):62 1-627: 
Lcmarchand P. et al.. Circ Res. 1993: 72(5):1 132-1 138; Steg PC. et al.. Circulation. 
1994; 90(4):1648-1656: Rade JJ. et al.. Nat Med. 1996; 2(3);293-298; Feldman L.I. et al.. 
J Clin Invest. 1995; 95(6):2662-2671 ). In the vasculature however, where there arc 

20 relatively low levels of cellular receptors for the adenovirus (Wickham TJ. ct al.. ./ Virol. 
1996; 70(10);683 1-683). the concentration of viral particles required to achieve high 
levels of gene delivery is associated with a direct cytotoxic effect (Schulick AH. et al.. 
Circ Res. 1995: 77(3):475-485; Schulick AH. et al.. Circulation. 1995; 91(9):2407- 
2414).. 

25 Because viral toxicity is directly related to the dose of virus used 

(Schulick AH. et al.. Circ Res. 1995; 77(3):475-485: Crystal RG, et al., Nat Genet. 1994: 
8(1):42-51). it would therefore be advantageous to achieve an adequate level of 
transfection with a lower dose of virus. Targeting adenoviral infection to an alternate 
receptor, which is highly expressed on vascular cells, thus appears to be an appropriate 

30 method for achieving this goal. 
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It has been denionslraled hereinabove that the tropism of the adenovirus 
can be altered using a retargeting strategy. As proof of concept, the Fab fragment of a 
neutralizing antibody against the adenoviral fiber knob domain (Louis N, et al., ./ I'iroi. 
1994: 68(6 ):4 104-4 106: Henry LJ. ei a!.. ./ Virol. 1994: 68(8):5239-5246) (which binds 
5 to the recently identified cellular adenoviral receptor (Bergclson JM, et al.. Science. 
1997: 275(5304):1320-1323. Tomko RP. et al.. Froc Nail Acad Sci USA. 1997: 
94(7):3352-3356: Hong SS. ct al.. EMBO J. 1997: 1 6(9):2294-2306)) is conjugated to 
folate (Douglas .IT. et al.. Nut Biotech. 1996: 14:1574-1578). This conjugate is then used 
to retarget adenoviral infection specifically via the folate receptor (Douglas .IT. et al.. 

10 Biotech. 1996: 14:1574-1578). 

A similar strategy is then employed to direct adenoviral infection to the 
fibroblast growth factor (FGF) receptor using basic FGF (FGF2) as the targeting ligand 
(Goldman CK. et al.. Cancer Re.^. 1997: 57(8):1447-1451). Using this approach, the 
transfcctability of Kaposi's sarcoma cells, which possess low levels of adenoviral fiber 

1 5 receptors but high levels of FGF receptors, is greatly enhanced. As a rational extension of 
this approach, in the present study we chose to use FGF2 as our targeting ligand for 
vascular gene delivery, taking advantage of the knowledge that vascular cells express 
FGF receptors (Asahara I", et al.. Circulation. 1995: 92(9 Suppl):I1365-37! : Sosnovvski 
BA, et al.. ./ Bio/ Chem. 1996: 27 1 (52):33647-33653 ). In this way, we are able to 

20 achieve significant enhancement of gene delivery to vascular endothelial and smooth 
muscle cells, thus enabling a given level of gene expression to be achieved with a lower 
concentration of virus particles. Therefore, this strategy may ultimately improve the 
clinical utility of adenoviral vectors by allowing effective gene delivery in vivo at viral 
concentrations below those that result in toxicity. 

25 

A. Methods 

1. Cell Culture 

Primary cultures of human umbilical vein endothelial cells (FlUVECs) arc 
obtained from the laborator>' of Dr F. M. Booysc. (University of .A.labama at 
30 Birmingham, Birmingham. AL). These cells are obtained from umbilical cords as 
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previously described (Booysc FM. ct al.. Blood. 1981: 58:788-796.) and grown on a 1% 
gelatin coating in Media 199 (Cellgro. Hcrndon. VA) containing 10% hcai inactivated 
fetal bovine serum (FBS: Hyclone Laboratories. Logan. UT). penicillin (100 I.U./mL; 
Cellgro). streptomycin (69 mmol/L: 100 mg/mL; Cellgro), glutamine (2 mmol/L; 
5 Cellgro). heparin (10 U/niL; Elkins-Sinn Incorporated. Cherry Hill, NJ), insulin 
(1.4mmol/L; 10 mg/mL). transferrin (O.13mmol/L; 10 mg/mL) and sodium .selenile 
(0.06mmol/L; 10 ng/mL) (purchased from Bccton Dickson Labvvare (Bedford. MA) as 
I TS stock) and endothelial mitogen (0.1 mg/mL; Biomedical '[ echnologies. Stoughton. 
MA). 

10 Primary cultures of human coronary artery endothelial cells (HCALCs) 

arc purchased from Clonctics Corporation (Walkersville. MD) and grown on 1% gelatin 
coating in EBM-2 media (Clonctics Corporation) containing EGM-2 MV supplements - 
FBS (5%). hydrocortisone, human fibroblast growth factor, vascular endothelial growlh 
factor. R3-insulin growth factor-1. ascorbic acid, human endothelial growth factor. 

I 5 gentamycin and amphoteri . in. 

Primary cultures of human aortic smooth muscle cells (FIASMCs) are 
obtained from the American Type Culture Collection (Rockville. MD) and grown on 
uncoated tlasks in Mam's F12 media (Cellgro) containing 10% heat inactivated FBS 
(Hyclone). glutamine (2 mmol/L). endothelial mitogen (0.02 mg/mL. Biomedical 

20 'l echnologies). insulin (1.4mmol/L: 10 mg/mL). transferrin (0.13mmol/L. 10 mg/mL) and 
sodium selenite (0.06mmol/L. 10 ng/mL) (Bccton Dickson Labvvare). 

All cells are maintained at 37°C in a humidified atmo-sphere containing 

5% CO,. 

25 2. Adenoviral Vectors 

A recombinant El A-deleied adenovirus expressing firelly lucifera.se under 
the control of the cytomegalovirus (CMV) promoter (AdCMVLuc (Herz .L ct al.. Proc 
Natl Acad Sci USA. 1993: 90(7):28 12-28 16)) is propagated in the permissive 293 cell 
line, purified by centrifugalion through two cesium chloride gradients and plaque titered 

30 on 293 cells by standard techniques (Graham F, et a!.. Methods in Molecular Bioloi^y. 
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Vol. 7 - Gene Transfer and Expression Techniques. Clifton. NJ: Humana Press: 1991 :pp. 
109-129). A recombinant ElA-deletcd adenovirus expressing the Escherichia co/i \\ 
galactosida.se gene under the control of the cytomegalovirus promoter ( AdCMVLacZ) is 
prepared as above. An irrelevant virus (AdAmpg. which encodes the genes for retroviral 
5 packaging functions) is used as a control in the galactosidase experiments. 

3. lD6.14Fab-FGF2Coniuuate 

The Fab-FGF2 is constructed by conjugating recombinant FGF2 (Lappi 
DA. et al:. Anal Biochem. 1993: 212f2):446-451) with the Fab fragment of a neutralizing 

10 monoclonal antibody (1D6.14) generated against the adenovirus serotype 5 knob region 
(Douglas .11. et al.. Nat Biotech. 1996; 14:1574-1578). The conjugation pr(Kedure and 
subsequent confirmation of the activity of the Fab and FGF2 components of the 
conjugate have been described elsewhere (Goldman CK. et al.. Cancer Res. 1997; 
57(8): 1447- 1451). BricOy. conjugation is performed using N-succinimidyl 3-(2- 

15 pyridyldilhio)propionate (SPDP; Pharmacia, Uppsala, .Sweden) followed by purification 
using heparin-Sepharo.se and Sepharose S-100 column chromatography (Pharmacia). 
Mass spectrometry of the resulting conjugate indicated a 1 : 1 molar ratio of Fab to FGF2. 
Activity of the Fab and F"GF2 components is confirmed by enzyme-linked immunoassay 
and cellular proliferation assay. In brief ELISA plates are coated with recombinant 

20 adenovirus knob protein, Fab-FGF2 conjugate is applied to the plates, then bound 
conjugate is detected using an anti-FGF antibody. FGF activity of the conjugate is 
confirmed with a proliferation assay using bovine endothelial cells. 

4. Adenoviral hifections 

25 To properly evaluate the effects of FGF2 retargeting, we aimed to 

concurrently ablate native viral tropism and redirect infection via FGF2. Therefore, 
preliminary experiments are conducted to determine the optimal Fab-FGF2 to adenovirus 
ratio which would achieve this. Firstly, the dose of Fab required to block infection via the 
native receptor is determined by titration, 'fhe lowest dose of Fab which maximally 

30 blocked infection (implying all Fab binding sites on the virus are occupied) is determined 
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by iuciferase assay (see below) and chosen as the basis for subsequent calculations (data 
not shown). We then used the same molar ratio of Fab-FGF2 to virus as the optimized 
Fab to virus ratio, based on the Tact that the conjugate contained a 1 : 1 ratio of Fab : 
FGF2. For analysis of transfection. cells are harvested by trypsinization. assessed for 
5 viability by trypan blue exclusion and plated into 24 well plates at a density of 24.000 
cells per well. 

Twcnly four hours later, cells are infected with adenoviral vector. 
AdCMVLuc (5x10'^' plaque forming units (pfu) in 1 ml. diluted from stock in IIEPES- 
buffered saline(HBS; 150mmol/L HEPES. 20mmol/L NaCl. pH 7.8) is mixed with Fab 

10 (0.2nig) or Fab-FGF2 (0.27mg) in 1.5 niL polypropylene microcentrifuge tubes and 
incubated at room temperature for 30 minutes in a total volume of 5 ml. For experiments 
in which different concentrations of virus arc used, the amount of Fab or Fab-FGF2 is 
adjusted to keep the proportions constant. For blocking studies. 2 ml of a rabbit 
polyclonal anli-FGF antibody (Sigma Chemical Co) or 10 mg of soluble recombinant 

15 FGF receptor extracellular domain (Austral Biologicals. San Ramon. CA), arc added to 
the tube and followed by a further incubation of 30 min at room temperature. 

Just prior to infection, the volume of each mixture is brought to 350 ml 
with warmed (37°C ) DMFM/F12 (50:50) media (Cellgro) containing 2% FBS. 
glutamine, penicillin and streptomycin. Blocking with excess FGF2 is performed by 

20 preincubating cells for 30 min with a 100 fold excess of free FGF2 (compared to the 
amount in the conjugate) as well as including this amount of FGF2 in the infecting 
media. Blocking with heparin is performed by using a concentration of 500 U/ml in the 
infecting media (i.e. 50-fold excess compared to the concentration of heparin in the 
HUVEC propagation medium). Complete media are removed from the cells and replaced 

25 with the virus-containing media. 100 ml per well in triplicate. Trays are incubated at 
37"C in 5% CO, atmosphere for 1 hour, then the infecting media are aspirated, cells are 
gently washed once with Dulbecco's phosphate buffered saline (D-PBS, Cellgro) and 
500 ml of the appropriate complete media are added to the wells. Cells are incubated a 
further 24 hours, then Iuciferase reporter gene expression is assayed. 

30 
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5. Luciferase Assav 

Luciferasc expression is analyzed using a Luciferase Assay System kii 
(Promega, Madison Wl), according to the manufacturer's instructions. Briefly, media are 
aspirated from ceils, cells are washed with PBS. then lyscd in Promega cell lysis buffer 
5 (100 ml per well). Twenty microliters of lysate are added to 100 ml of Promega 
luciferase assay reagent and determinations of relative light units (RLU) are made using 
a Bcrthold luminometer calibrated to ensure the RLU readout is within the linear range 
of the system. 

10 6. f^-ualactosidase assav 

For analysis of galactosida.se gene expression, AdCMVLacZ is 
complexed with Fab or Fab-FGF2 in the manner described for AdCMVl.uc. then cells 
are infected as above. Beta-galactosidase activity is a.sses.sed 48 hours later. Media are 
removed from cells and cells are washed once with PBS. then fixed in 0.5% 

15 glutaraldehyde for 10 mins. Following 2 washes with 10 mM magnesium chloride, cells 
are stained overnight at room temperature in the dark with a .solution containing I 
mg/niL X-gal (GibcoBRL. Grand Island NY) . Negative controls included stainmg of 
uninfected cells and staining of cells infected with an irrelevant virus (AdAmpg). The 
number of stained versus total cells arc counted in three random high power (lOOx) 

20 fields. 

Beta-galactosidase expression is also assessed by fiuorescent activated 
cell .sorting (FACS) analysis. For these experiments, cells are plated at 100. 000 cells per 
well in six well plates, then infected with adenovirus alone or adenoviru.s-Fab-FGF2 
complexes, prepared as above. A\fter 48 hours, cells are harvested by lr>'psinization, 

25 resuspended in a solution of lOmmol/L HEPES. 4% FCS in D-PBS (referred to as 
staining medium) at 100.000 cells in lOOml in 6 niL FACS tubes. Cell suspensions are 
warmed for 10 minutes at 37 "C, 1 00ml of 2mmol/L fluorescein di-galactopyranoside 
(FDG; Sigma Chemical Company) is added, then the reaction stopped after one minute 
with the addition of 500 ml of ice cold staining medium, then 500mi cold 2% 

30 paraformaldehyde, followed by analysis using a Becton-Dickson FACScaliber machine. 
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7. Tritiated Adenovirus Rindine Assay 

A binding assay using MI labeled adenovirus is performed as described 
(Wickham TJ. et al.. ./ Virol. 1996; 70( 10):683 1 -6838). Brietly. cells arc harvested from 
5 conllucnt 80 cnr' tlasks with Verscnc (GibcoBRL) and rcsuspended at a density of 10' 
cells per mL. H-AdCMVLuc (10.000 cpm, specific activity 1.5 .\ 10' counts per 
particle) is incubated with Fab, Fab-1-'GF2 or Fab-FGF2 + anti FGF antibody, as 
described above, then added to lO'' cells in a Final volume of 200 ml of Dulbecco's 
Modified haglc"s Media (DMEM; Ccllgro). 10 mmol/L HEPES. 1 mmol/L magnesium 
10 chloride. Cell suspensions are shaken at 4 "C for 1 hour, washed with 4 mL cold D- 
PBS/0.1% bovine serum albumen then centrifugcd at 1500 rpm for 10 minutes I he cell 
pellet is resuspended in 200 ml D-PBS/0.1% bovine scrum albumen and transferred into 
5 mL scintillation fluid for counting in a scintillation counter (Packard. 1900TR liquid 
.scintillation analyzer ). 

15 

8. FACS analysis for FGF receptors 

FILiVECs are harvested by trypsinizalion, washed twice with cold (5 "C) 
D-PBS. then fixed with 1% paraformaldehyde for 30 minutes on ice. Following two 
washes with cold D-PBS, cells are resuspended in U-PBS (200.000 cells in 100ml), then 

20 a monoclonal antibody against FGF receptors (EcR6. PRIZM Pharmaceuticals. San 
Diego CA) is added to a final concentration of 50 mg/niL and incubated for 30 minutes 
on ice. This antibody is chosen because the epitope it recognizes has been mapped to a 
region shared by all four described FGF receptors. Controls consisted of mouse [gG 
(Sigma) and no primary antibody. Following two D-PBS washes, goat anti-mouse FITC 

25 labeled secondary antibody (Jackson Immunoresearch Laboratories inc., West Grove PA) 
is applied at 1:100 dilution in D-PBS. for 30 minutes on ice, then cells are washed twice 
with D-PBS. resuspended in 1% paraformaldehyde and analyzed using a Becton-Dickson 
FACScaliber machine. 
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9. Statistical Analysis 

Comparisons between different vector groups are made using single lactor 
ANOVA and Student's t-tesl. with significance accepted at p < 0.05. 



5 B. Results And Discussion 

1. FGF2 retaructine of adenovirus enhances 'jene e.vpression in IIUVECs 

The adenovirus is a promising vector for in situ gene delivery to the 
vasculature. However, the achievement of high levels of transduction of vascular cells in 
vivo is limited by target cell cytotoxicity at high concentrations of virus. Therefore, we 

10 aimed to develop a strategy which would enable a reduction in the concentration of 
adenoviral vector necessary to achieve a given level of transfection. Because the level of 
native adenoviral receptors on vascular cells is relatively low. it is hypothesized that 
enhanced gene delivery could be achieved by targeting adenoviral infection to an 
alternate receptor, the FGF receptor, which is expressed on vascular cells. To explore this 

15 possibility, HUVECs arc transfected with AdCMVLuc alone or following incubation of 
the virus with a retargeting conjugate, which is formed by linking FGF2 to the Fab 
fragment of a neutralizing antibody directed against the adenoviral fiber knob domain. 
As a control to confirm binding of the Fab to the virus, cells are also infected with virus 
which had been incubated with Fab alone. Twenty four hours later. Iiicifera.se reporter 

20 gene expression, which is proportional to the number of infecting virus particles, is 
assessed. Transfection with AdCMVLuc is inhibited 87±3% (mean ± SD of three 
experiments) by 1D6.I4 Fab. thus confirming the stability of Fab binding to adenoviral 
knob in these experiments, fransfection with the adcnovirus-Fab-FGF2 complex resulted 
in a significant 32.4 ± 6.6 fold enhancement of luciferase expression compared to 

25 infection with virus alone (mean ± SD of three experiments. Fig 15A). The substantial 
improvement in gene expression supported our hypothesis that adenovirally mediated 
gene delivery could be enhanced by targeting via FGF2, Further experiments to confirm 
that this effect resulted from genuine retargeting mediated by FGF2 are then conducted. 
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2. Enhanced uene expression is mediated bv increased bindinu of Ad to 
cells 

To investigate vvhelher the enhancement in adenovirus mediated gene 
delivery is specirtcally mediated by FGF2. the Fab-FGF2 retargeted virus is incubated 
5 with a polyclonal antibody against FGl-'. an excess of free FGF2. or with heparin (which 
binds to FGF) prior to infection of HUVECs. Transfection is inhibited by each of these 
reagents; 82 ± 4%, 41 ± 29%. and 97 i 0.6% respectively (means ± Si) of three 
experiments), confirming that the enhancement is specifically mediated via FGF2 (Fig 
15B). 

10 In a separate experiment, inhibition of 77% ± 4% (mean :fc SD of triplicate 

determinations) is also seen by incubating the adenovirus-Fab-FGF2 complex with 
soluble FGF receptor (data not shown). Importantly, neither heparin nor excess FGF2 
had any effect on transfection by adenovirus alone. It is theoretically possible that the 
enhancement seen with the adenovirus-Fab-FGF2 complex could have been due to either 

15 a change in adenoviral binding, as we proposed, or due to a stimulatory effect of FGF2 
per se, although the lack of enhancement with excess free FGF2 suggested the latter is 
not the case. 

However, to answer this question more specifically, cells are infected with 
adenovirus alone or in the presence of an equimolar amount of free FGF2 to that 

20 contained in the dose of conjugate used for retargeting. Results show that this dose of 
free FGF2 alone had no effect on adenoviral transduction (Fig 15C). Therefore, the 
enhancement seen is not due to a stimulatory effect of FGF2. To confirm that the 
enhancement of transduction seen with Fab-FGF2 is due to enhanced adenoviral binding, 
a binding assay using 'H-labeled adenovirus is performed. This assay is performed using 

25 HUVECs har\'csted from confluent 75 cm- flasks. Results show an enhancement of 
binding of radiolabeled virus to HUVECs when the virus is complexed to Fab-FGF2 as 
compared to virus alone (Fig I5D). [akcn together, the.se results confirm that the 
enhancement in gene expression observed is likely due to increased binding of 
adenovirus when retargeted via FGP"2. Thus, the.sc findings support the hypothesis that 

30 the transduction of endothelial cells can be improved by targeting Ad via a heterologous 
receptor. 
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3. FCiF2 rctamctinij enhances Ad-mediated gene expression in 
coronary arterv endothelial and vascular smooth muscle cells 

To further explore the potential of FGF2 retargeting of adenovirus for 

5 enhanced vascular gene delivery, and to ensure the effects vvc noted are not peculiar to 

flUVECs. vvc investigated the effect of FGF2 retargeting on gene delivery to primary 

cultures of human coronary artery endothelial cells and human aortic smooth muscle 

cells. Cells are infected in triplicate as previously described, and three experiments are 

performed for each. 

10 'fransduction of these cells is significantly enhanced by Fab-FGF2. 

Results in the endothelial cells showed an enhancement of 4,55 +/- 1.3 fold (mean +/- 
SD. p<.01 ) compared to adenovirus alone and an even greater enhancement of 92.6 
2.6 fold (mean +/- SD. p<.OI) in the smooth muscle cells. (Figs. 16A-B). These findings 
provide additional evidence that FGF2 retargeting of adenoviral infection is a u.seful 

15 strategy to enhance gene delivery to relevant vascular cells. 

4. FGF2 retaraetinu of adenovirus allows a reduction in adenoviral dose 
Because our primary goal is to provide a means to reduce adenoviral dose 

as a way of avoiding cytotoxicity, we next sought evidence that the enhancement in gene 
20 expression .seen with FGF2 retargeting would enable a reduction in the dose of virus 
necessary to achieve the same level of Iransgene expression. HUVECs arc infected with 
AdCMVLiic at a dose of 10. 50 or 100 pfu/cell with or without Fab-FGF2. 

A luciferase assay performed 24 hours later showed an approximately 
equivalent level of transduction using 10 pfu/cell with FGF2 retargeting as is seen with 
25 100 pfu/cell when virus alone is used (Figure 17). We recognized however, that the 
enhanced luciferase reporter gene expression seen with FGF2 retargeting could 
potentially either be due to greater expression per cell, or to a greater number of 
transduced cells, or both. Therefore the number of transduced cells is determined by 
infection with AdCMVLacZ with or without Fab-FGF2 and assessing P-galactosidase 
30 expression by staining and counting of cells. 
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These experiments denionslratc a greater number of transduced cells for 
the same dose of virus when using Fab-l'Gr2 retargeting (not shown). Data gathered 
using HUVECs indicated that transfcction with unmodified adenovirus at a dose of 50 
pfu/ccll led to a transi'cctioii efficiency of 10% which is increased to 100% with PGF2 
5 retargeting at the same concentration of virus. For smooth muscle cells, the relative 
enhancement is even greater, with a transfcction efficiency of <1% by the unmodified 
virus increasing to 100% with FGF retargeting. 

Analysis is also performed by assessing transduction with AdCMVLac/, 
at 10. 50 or 100 pfu/ceil with or without Fab-FGF2 followed by FDG staining and F.^CS 

10 analysis. This analysis confirms that FGF2 retargeting resulted in both an incrca.se in the 
number of transduced cells as well as an increase in the amount of expression per cell, 
even if 100% transduction had been achieved with adenovirus alone (data not shown). 
These experiments confirm that a lower dose of virus can achieve the same degree of 
reporter gene expression when retargeted via FGF2 and illustrate that the effect occurs 

1 5 across a range of viral doses. 

5. Enhancement of uene delivery hv FGF retargetinu is greater in 
proliferating cells 

Because we are retargeting to a receptor which is known to be upregulatcd 
in the context of proliferation and tissue injury in vivo (Casscells W. ct al., Proc Natl 

20 Acad Sci USA. 1992: 89(15);7159-7163; Yamada K. et al.. Acta Neurochirurgica - 
Supplementum. 1994: 60:261-264: Lindner V, et al.. Circ Res. 1993: 73(3):589-595) and 
organ culture in vitro (Daley SJ. et al.. Am .1 Fathol. 1996: 148(4): 1 1 93-1202). wc 
wished to assess whether there is any detectable difference between the relative 
enhancement in gene transfer with FGF2 retargeting in proliferating versus quiescent 

25 cells in vitro and whether any differences correlated with levels of FGF receptor 
expression. Wc therefore attempted to downregulate FGF receptor expression by 
maintaining FlUVECs in confluent culture for 5 or 10 days, then compared the effect of 
FGF2 retargeting in inese cells to the results seen with cells which had been in non- 
confluent culture for 24 hours only (as described above). 

30 Confluent cultures are prepared by plating cells at 24. 000 per well in 24 

well plates, then allowing them to reach confluence with no tiirther feeding (to day 5) or 
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with one change of media only (on day 5 for those cells matniaincd for 10 days). Under 
these conditions, at 5 and 10 days the cells appeared relatively quiescent as evidenced by 
a total lack of mitotic figiires, but good viability is maintained (good morphology, no 
evidence of cell death). Cells are then infected with AdCMVLuc with or without FGF2 
5 retargeting and fresh complete media is added to the wells. 

A luciferase assay is performed 24 hours later. Results are expressed as a 
ratio of the gene expression seen in the cells infected with retargeted adenovirus, 
compared with cells plated at the same time which are infected with unmodified virus 
(data not shown), in this way wc corrected for any factors which might impact on 

10 adenoviral transduction per sc with extended time in culture (e.g. cellular metabolic rale). 

The data indicate that with progressively longer time in culture, the 
enhancing effect of FGF2 retargeting is reduced, such that by day 10. FGF2 retargeting 
actually led to a relative reduction of 54 +/- 6 % in gene expression compared to 
adenovirus alone. Even at this time point however, the level of transduction with Fab- 

15 FGF2 retargeting is still greater than that seen when infection is blocked with Fab (data 
not shown), indicating that a degree of FGF2 retargeted infection is still taking place. 

Once it became apparent that the FGF2 retargeting strategy is mediated by 
FGF2 binding to cells, we sought to investigate whether the reduction in enhancement 
we saw in the confluent cells could be explained at least in part by a relative reduction in 

20 FGF receptor expression in these cells, as has been reported for quiescent cells in vivo 
(Casscells W. et al., Proc Nail Acad Sci USA. 1992: 89(15):71 59-71 6.1: Lindner V. et al.. 
Circ Res. 1993: 73(3): 589-595). 

To investigate this. FACS analysis for FGF receptors is performed using 
rapidly proliferating cells and cells maintained in confluent culture as above. We used a 

25 monoclonal anti-FGF receptor antibody (EcR6) which recognizes a common epitope 
shared between all four described FGF receptor subtypes, and negative controls 
consisting of cells incubated with mou.se IgG or no primary antibody. Using this 
technique we are able to detect a 60% reduction in the proportion of cells staining 
positively for FGF receptors in the cells maintained at confluence for 10 days compared 

30 to the non-confluent cells (data not shown)'. These data thus show a trend which is 
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consistent with the published in vivo reports and provide evidence for a correlation 
between retargeted gene transfer and the level of expression of the targeted receptor. 

6. Discussion 

5 Our established retargeting strategy has been further expanded to achieve 

an increase in adenoviral mediated gene delivery to vascular cells. The goal of reducing 
the concentration of virus required for a given level of transduction has now been 
achieved. These findings are relevant to the clinical implementation of gene therapy 
because adenoviral vectors can cause direct cytotoxic elTects at high doses (Crystal RG. 

10 et al., Nal Clenef. 1994: 8( 1 ):42-5 1 ). This effect is especially apparent in the va.sculaiure. 
where a dramatic fall in transduction efficiency and loss of vascular cells is seen over a 
fairly narrow range of viral concentrations (Schulick All. ct al.. Circ Res. 1995; 
77(3):475-485: Schulick AH. et al.. Circulalion. 1995; 91(9):2407-2414). Thus, the 
approach described in the present example holds promise as a means to achieve high 

15 transfcction efficiencies in vivo while avoiding the high doses of virus associated with 
cytotoxic effects. 

In addition to showing enhancement of gene expression, we have 
investigated the mechanism by which this occurred. Hnhancement of gene delivery is 
blocked by an anti-FGF antibody, excess FGF2. soluble FGF receptor and by heparin. 

20 These findings clearly indicate that the response is mediated by FGF2. In addition, our 
results show that the effect on gene expression is due to an enhancement of binding of 
virus to cells in the context of FGF2 retargeting, as opposed to any potential stimulatory 
effect of FGF2 per sc. The results are thus in keeping with our goal of retargeting 
infection through an alternate receptor, fhis finding has important practical implications 

25 for the potential in vivo utility of this approach. A true retargeting mechanism is much 
more likely to be effective in vivo than a mechanism based on FGF2 stimulation because 
FGF2 has an extremely .short half life in vivo and generally must be given by infusion or 
in a sustained release formulation for stimulator)' effects to be seen (Edelman ER. et al.. ,/ 
Clin Invest. 1992; 89(2):465-473). 
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The binding orFGF2 to cellular receptors is a complex process involving 
high aflinity tyrosine kinase receptors (of which four have been described) as well as 
binding to low affinity binding sites (heparan sulfates") on the cell surface (Yavon A. ct 
al.. Cell. 1991; 64(4);84 1-848). There is evidence that the biological responses of FGF2 
5 are mediated by binding to heparan sulfates initially, then also to the hiszii affinity 
receptor, thus fonning a trimeric complex (Roghani M, et al.. ,/ liiol Chem. 1992; 
267(3 1):22 1^6-22 162). The exact mechanism of increased binding of virus to cells with 
FGF2 retargeting is not immediately apparent. While a degree of blocking of 
transduction is seen with excess free FGF competition, which implies high affinity 
1 0 binding (Roghani .M. et al.. ./ Biol Chem. 1 992; 267(3 1 ):22 1 56-22 1 62). we ob.served the 
most dramatic blocking effect with heparin, which impacts on the interaction of FGF2 
with both high and low affinity binding sites (Guimond S. et al.. J Biol Chem. 1993; 
268(32);23906-239I4). Thus, although the enhanced viral binding is due to FGF2. the 
relative contribution of high and low affinity binding sites to this effect is unresolved. 

As with many growth factor receptors. FGF receptors are differentially 
expressed in quiescent versus proliferating or injured cells, with upregulation in the latter 
group (Casscells W. et al., Proc Natl Acad Sci USA. 1992; 89(15):7159-7163; Brothers 
TE. et al.. ,/ Sur}^ Re.s. 1995: 58(l):28-32: Speir E. et al., ./ Cell Phy.siol. 1991; 
147(2):362-373). Thus, we examined the effect of FGF2 retargeting on cells maintained 
20 at confluence for a prolonged period, as well as rapidly proliferating cells. Intercstingiv, 
we found that the relative enhancement seen with FGF2 retargeting decreased with 
prolonged time in culture, as did the expression of FGF receptors as measured by FACS 
analysis. The.se findings raise the prospect that FGF2 retargeting may permit a degree of 
adenoviral vector .selectivity for proliferating or injured cells in vivo. This would be 
25 advantageous in a number of therapeutic situations relevant to cardiovascular medicine 
as well as the angiogenesis associated with neoplasia. There is in fact some precedent for 
suggesting FGF2 as a selective targeting ligand for sites of va.scular pathology in a study 
by Casscells et al, where a conjugate between FGF and the toxin saporin is used to 
selectively eliminate proliferating smooth muscle cells in a model of angioplasty 
30 restenosis (Casscells \V. et al.. Proc Null Acad Sci USA. 1992: 89( 1 5) :71 59-7163). In this 
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setting, the surrounding quiescent cells are unaffected and the effects seen correlated with 
the distribution of FGF receptors as demonstrated by radioligand binding. FGF2-saporin 
is subsequently shown to inhibit neointimal formation in an angioplasty model (Farb A, 
et al.. Circ Res. 1997; 80(4):542-550). and selective targeting has also been demonstrated 
5 in a model of arteriovenous grafts (Chen C, et al.. Circxtlatinn. 1996: 94(8):1989-1995). 
Whether such selectivity will be seen in the context of adenoviral targeting however, 
awaits /// vivo investigation. 

The many advantages of the adenovirus vector for in vivo u,se which make 
it attractive for retargeting strategies have also been recognized by other investigators, 

10 Wickham et al recently demonstrated enhanced (7-9 fold) luciferase gene delivery to 
endothelial and smooth muscle cells in culture using a bispecific anti-FFAG/anti-integrin 
antibody conjugate and an adenoviral vector with a short fiber and a FLAG epitope 
engineered into the pcnton ba.se (Wickham TJ. et al.. ./ Virol. 1996; 70(10):683 1-6838). 
Another strategy developed by this group targeted infection to cell surface heparan 

15 sulfates using a genetically modified virus with polylysine residues at the C-tcrminal of 
the knob (Wickham TJ. et al.. Nai Biotech. 1996: 14(1 1): 1 570-1 573). fhe.sc strategies 
also hold promise for vascular gene delivery, but in vivo studies are awaited. We have 
previously co-developed a strategy using polylysine in the context of targeted 
adenovirus-polylysinc-DNA complexes which achieved efficient targeted gene delivery 

20 in vitro (Curiel DT. et al.. Hum Gene Ther. 1992; 3(2):147-154). However, the in vivo 
application is limited by complement mediated inactivation of the polylysine component 
(Gao L, et al.. Hum Gene Ther. 1993: 4(1): 17-24). 

The strategy we present herein offers the flexibility to be applied to any 
adenoviral serotype 5 vector. In addition, our findings indicate the possibility of 

25 selectivity for proliferating cells based on the level of FGF receptor expression. In regard 
to potential in vivo application, we have evidence that the binding of adenoviral knob to 
Fab is stable in the bloodstream (unpublished observations. 1997) and that Fab-FGF2 
retargeting can enhance adenovirally mediated gene delivery to peritoneal tumors in a 
murine model of ovarian carcinoma, which results in an enhanced therapeutic effect of a 
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herpes simplex thymidine kinase iransgenc (unpublished observations. 19Q7). Thus. FGF 
retargeting of adenoviral vectors holds signitlcani promise for in vivo application. 

Over the last several years, strategies have been described for gene 
delivery to the vasculature that include the u.sc of specialized catheters and chemical 
5 enhancers (Fcldman IJ. et al.. Gene Thcr. 1997; 4(3):189-198). The strategy we describe 
here complements these approaches and suggests the possibility of eliciting high levels 
of gene e.xpression and transduction efficiency while avoiding direct adenoviral 
cytoto.xicity. This finding has significant implications for cardiovascular disea.sc. In 
particular, high transduction efficiencies will be especially useful for the cytostatic 
10 strategics currently being proposed for angioplasty restenosis and other proliferative 
vascular disorders. Our approach may also facilitate targeted angiogenic therapy for 
myocardial ischemia and peripheral vascular disease, particularly as there is evidence for 
uprcgulation of FGF receptors in the context of ischemia (Yamada K. et al.. Acta 
Newochirw^ica - Supplementum. 1994: 60:261-264). Thus, this strategy may have a 
i 5 major impact on common clinical problems. 

FXAiVlPLE 8 

Gene E.xpression is Enhanced in Ad-Inff.ction-Sensitive and Ad-Infection- 
Resistant Cell Lines When Rf.targeted Ad are Used to Deliver Therapeutic 
Nucleotide .Sequences 

As demonstrated in the foregoing Exampies and in those to follow, gene 
expression is enhanced in cell lines to which the retargeted adenoviral vectors of the 
present invention are administered. Surprisingly, enhanced gene expression was 
25 observed not only in those cell lines understood to be sensitive to adenoviral infection: 
enhanced expression was also ob.served in cell lines that are normally resistant to Ad 
infection. 

For example, enhanced gene expression is obser\'ed when retargeted Ad 
vectors are used in the following cell lines. In each instance, the abbreviation and cell 
30 type of each cell line is indicated. 
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Panc-1 


Pancreatic carcinoma 


PaCa-2 


Pancreatic carcinoma 


ASPC-1 


Pancreatic carcinoma 


BxPC-3 


Pancreatic carcinoma 


Sk-Cha-1 


Cholangiocarcinoma 


SK0V3* 


Ovarian Carcinoma 


D54MG 


Glioma 


ZR-75-1 


Breast Carcinoma 


RW376 


Kaposi's Sarcoma 


CVU-1 


Kaposi's Sarcoma 



*In vitro and in viv< 



Ad-Resistant Cell Lines 





Swiss 3T3 


Fibroblast 




MASMC 


Smooth Muscle Cells 


20 


HUVEC 


Endothelial 




KSY-1 


Kaposi's Sarcoma 




KS-SLK 


Kaposi's Sarcoma 




KS-1085-1 


Kaposi's Sarcoma 




KS-1085-B 


Kaposi's Sarcoma 


25 


B16F0* 


Melanoma 




KM 12 


Colon Carcinoma 




CT26 


Colon Carcinoma 




0VCAR5 


Ovarian Carcinoma 




K562 


Myeloid Leukemia 


30 


* In vitro and in vi 
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EXAMPLF Q 

Retargetcd Ad has Diminished I oxicity and Immunogenicity. and Confers 
Enhanced Survival in Mice Ciiai.eengfd with Ad-resistant Tumors 

5 

Adenoviruses (Ad) have been used as vectors lo deliver genes to a wide 
variety of tissues. Despite achieving high expression levels in vivo. Ad vectors display 
limitations such as anti-vector immune responses, transient expression, and normal tissue 
toxicity, which limit therapeutic potential. targeting strategies to abrogate native 

10 iropism and redirect Ad uptake through detined receptors should decrea.se vector-related 
toxicities, increase transduction clTiciency. and thus allow for systemic administration. 

By retargeting Ad using basic fibroblast growth factor (FGF-2) as a 
targeting ligand. Ad cellular uptake is redirected through FGF receptors, which are 
upregulated on diseased or injured cells. FGF-retargeted Ad demonstrates markedly 

15 decreased hepatic toxicity, liver transgene expression, and immunogenicity. FGF- 
retargeting is established by conferring sensitivity to tumors that are highly resistant to 
Ad infection, resulting in enhanced survival of Ad-resistant tumor-bearing mice. This 
broadly useful method to redirect native Ad tropism may offer significant therapeutic 
advantages. 

-0 Replication-deficient human adenoviruses, mainly .serotypes 2 and 5. have 

been u.sed as vectors for gene delivery in a wide variety of cell types. Despite achieving 
high expression levels using adenoviral vectors, the toxicity, short-term transgene 
expression, and immunogenicity limit the usefulness of adenoviral vectors and have 
prevented demon.stration of clinical efficacy (Goldman, et al.. Cancer Res 57, 1447-1451 

25 (1997): Wagner, ct al.. Annii Rev Med 48, 203-216 (1997)). Several approaches arc 
under investigation lo either block the native tropism of adenovirus, decrease its 
immunogenicity via deletion of parts of its genome, or target the virus to cell types of 
interest, with mixed success. (See. e.g.. Wickham. et al.. ,/ l-irol 71. 8221-8229 (1997); 
Yang, et al.. Prnc Natl Acad Sci USA 91 . 4407-441 1 (1994): Morral. el al.. I/uman Gene 
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Therapy 8, 1275-1286 (1997); Graham and Frcvcc, Methods in Molecular Bioloi^y 109- 
1 28 Humana Press, Clifton. NJ. ( 1 99 1); and Kosenfeld. et al.. 1571-1 580 ( 1 995). ) 

A. Materials and Methods 
5 1 . Materials 

The FGP2-anti-knob llbcr Fab conjugate is made as described herein (see 
also Goldman, et al.. Cancer Res 57, 1447-1451 (1997)). FGF2-Fab (0.34 mg/ml.) is 
stored al -80"C in Dulbccco's phosphalc-bulTcred saline (Gibco BRL. Grand island. 
NY). AdCMVFISV-TK has been previously described and is an CI -deleted Ad5 vector 
10 which expresses HSV-TK from the CMV promoter, Ad5P-iial is obtained from 
Molecular Medicine LLC (La Jolla. CA). Ad5p-gal is an El-deleted. L.>-mutated vector 
which expresses [^gal from the CMV promoter. AC2 cells are derived from a clone of 
293 cells that had been selected for higher virus production levels (Molecular Medicine. 
LLC). 

15 Viruses are plaque purified and individual isolates used to infect AC2 

cultures. Virus is purified using chromatographic methods to generate infectious virus 
equivalent to CsCl preparation. Particle number and plaque titering assays are performed 
using standard methods'. Plaque forming units (pfu) for Ad5HSV-TK and Adp-gal are 
determined to be 4x10'" per mL and 9x10"' per niL, respectively. Particle to pfu ratios 

20 for AdSl lSVtk and Ad5p-gal are determined to be 22.5 and 18.9. respectively. 

2. Assessment of Hepatic Tropism 

targeting FGF2-Adp-gal and Adp-gal is assessed in female C57B1/6 
mice. For preparation of FGF2-Adp-gal or Adp-gal. 77 ng of FGF2-Fab. or an 
25 equivalent volume of 0.9% NaCL is incubated for 30 minutes at room temperature with 2 
X 10'" pfu of Adp-gal. On day 0. 2 x 10" pfu of either Adp-gal or FGF2- Adp-gal are 
injected intravenously per mouse (over a 30 second period) in a final volume of 0.32 mL. 
This amounts to a 50:1 molar ratio of FGF2-Fab to fiber molecules Control mice 
received 0.32 mL of excipient (25 mM Tris pH 7.5, 100 niM NaCI. 10 nig/niL lactose). 
30 On days 2. 4. 7 and 12 post injection. 3 to '6 mice per group are sacrificed. Serum is 
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collected Tor analysis oi" transaminases and alkaline phosphatase. The liver is removed, 
weighed, and immediately snap frozen in liquid nitrogen, stored at -80°C and then 
processed foi quantitative analysis of" P-galactosidase activity. A portion of liver is either 
fixed for 4 hours at 4°C in 10% neutral buffered fomialin and then embedded in paraffin. 
5 or snap frozen in OCT using isopentane precooled with dry ice and stored at -80°C. 

3. Histoloijical Determination of B-ualactosidase Activity 

Eight micron cryostat sections are fi.xed in 2% paraformaldehyde. 0.5% 
glutaraldehyde in PIJS pll 7.4 for 30 min. at room temperature. Tissue .sections are then 

10 rinsed in PBS containing 0.03% NP-40 and 2 mM MgCl, and incubated for 16 hours at 
37°C in 1 mg/ml. 5-bromo-4-chloro-3-indolylb-D-galactopyranoside (X-Gal) (Fischer). 
5 mM K,Fe(CN.V,. and 5 mM K,Fe{CN), in PBS pi l 7.4 containing 2 mM .VlgCF and 
0.03%o NP-40. Slides are rinsed in PBS, postfixed in 10% buffered formalin, 
counterstained for 15 seconds with Nuclear Fast Red. dehydrated and mounted. For 

1 5 morphological studies, routine hemato.xylin and cosin staining is performed on paraffin- 
embedded tissues. 

4. Quantitation of B-ealactosidase Activity 

(3-gal activity is quantitated in mou.se liver homogenales according to 
20 standard techniques. Brielly. frozen tissues arc minced and homogenized on ice in cold 
lysis buffer by hand using a glass tissue grinder. 100 mg of liver weight is added per mL 
of 0.2% Triton-X, 100 mM potassium phosphate lysis buffer. pH 7.8. Homogenates are 
clarified by two centrifugalion steps of 20 minutes each at 4°C in a microfuge at 12.000g. 
Supematants are treated with Chelex-100 resin (BioRad catalog # 142-2842) by adding 
25 0.25X volume chelator to each sample. Homogenates are then vortc.xed briefly, 
incubated at room temperature for 2 to 5 minutes, and centrifuged for 30 .seconds in a 
microfuge at 12.000g. A two-fold dilution series of each supernatant is assayed using the 
Clontech Luminescent fi-gal Detection Kit II (catalog # K2048-1). 10(.d of each sample 
dilution is incubated with 75^1 Clontech (3-gal Reagent in 96-well plates at room 
30 temperature for 1 hour and read in a Dynatech Laboratories ML3000 Microliter plate 
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luminometcr. The activity of eacii sample is determined by extrapolation from a 
standard curve of p-gal enzyme supplied with the Clontcch kit. and is expressed in mU/g 
organ weight. Statistical analysis of the data is performed using an unpaired t-test. 

5 5. Immunoaenicitv Study 

Female BDFl mice (n=5/group) arc treated intraperitoneaily on day 0 
with Ix 10' pfu of Adp-gal or FGF2 Adp-gal (at a 2000:1 ratio of FGF2-Fab to knob 
monomer). Control mice received 200 |.il.. of PBS. On day 21. blood samples arc 
collected and as.sayed for antibodies by CLISA. 

10 

6. FLiS./\ Procedures 

Ninety-six well cluster plates (Costar catalog #3590) are coated overnight 
with 100 |.il per well of either Ad5 (3x108 PFUAvell) or purified fiber protein (0.1 
|.ig/well) diluted in PBS. Plates are then rinsed three limes with PBS and blocked for 2 

15 hours with PBS containing 10% goat serum (GIBCO. Grand island NY). Following 
three additional rinses, sera diluted 1:50 in PBS are added as 100 ^\ volumes and 
incubated for 30 min. Wells are again rinsed three times with PBS. and 100 f.il of an 
optimal dilution of F(ab')2 fragments of alkaline phosphatase-labeied goat anti-mou.se Ig 
are added per well. Following three rinses in Tris buffered saline (TBS), bound antibody 

20 is detected by the addition of 100 yd of p-nitrophenyl phosphate (Sigma Chemicals. St. 
Louis MO). 

Following a 60 min incubation, substrate reactions arc determined using a 
microplate reader set at a wavelength of 490 nm for reference and 405 nm for detection. 
All wells are blanked against six wells that had not received primary antibody, and the 
25 mean of three triplicate wells determined for each serum sample. Data are expressed as 
OD405 X 10\ 

B. B16 Melanoma Tumor Model 

FGF2-AdHSVTK is prepared by mixing 0.3 or 0.03 i-ig of FGF2-Fab with 
30 1 X 10' pfu of FGF2-AdIISVTK (molar ratio of 3:1 or 30:1 FGF2-Fab to knob) and 
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incubating for 30 minutes at room temperature. Either FGF2-AdHSV rK: . AdllSVIK. 
or 20 miVI MEPKS bulfcr arc then mixed with Bi6 melanoma cells in suspension at a 
multiplicity of infection of 50:1. This mi.xture is incubated at room temperature for one 
hour. 

5 Female BDFl mice (n=8/group) received 2 .\ 10" B16F0 cells (Lou 

Weincr. Fo.\ Chase Cancer Center), treated with either FGF2-AdFISV'FK. AdHSVTK. or 
20 miVI FIEPES buffer, implanted intraperitoneally on day 0. Mice are then administered 
ganciclovir (Cytovene. Koche) (or H,0) intraperitoneally beginning on day 1. qdxI4. at a 
do.se of 100 mg/kg. Mice are then followed for survival. Statistical analysis is 
1 0 performed using Kaplan-Meier and a Logrank (.Mantel-Co.\ ) post-hoc anaivsis. 

C. Results and Discussion 

In rodent models, the majority of Ad vector delivered e.xtravenously is 
cleared rapidly, within the first 24 hours, in the liver. Concomitantly, there is 

1 5 considerable transduction of liver hepatocytes and associated transgene expression. This 
is in part due to a high concentration of the Ad cellular receptor. Cox.sackie-adenovirus 
receptor (CAR), in the rodent liver. Ad transgene expression rapidly declines over the 
first 7 days after Ad vector administration but is a.s.sociated with significant liver toxicity 
as manifest by increased serum transaminases, necrosis, and inflammation (Yang, et al.. 

20 Id. (1994); Gao. et al.. ,/ Virol 12. 89.-54-8943 (1996): Hwang, et al., ./ Re.^pir Cell 
Mol Biol 13. 7-16 (I995)j. Retargeting of Ad away from its native tropism for CAR may 
abrogate this liver toxicity. 

We have developed a broadly useful method which retargets Ad by using 
a neutralizing Fab to the knob region of the Ad fiber protein. The fiber protein is used by 

25 adenovirus for binding to CAR. By attaching FGF2 (basic fibroblast growth factor) as a 
targeting ligand to this Fab. this bi functional molecule targets and redirects adenovirus 
cellular entry via high affinity FGF receptors. FGF2 binds FGF receptors with unusuallv 
high affinity (Kd^^lO '- M) compared to other ligand-receptor interactions. FGF receptors 
are upregulatcd in a number of diseases characterized by unwanted cellular proliferation. 
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and many human malignancies contain elevated levels of one or more of tlie tour 
recognized FGF receptors. 

We have previously demonstrated that FGF2 targets DNA both in viiro 
and in vivo. Recently, we have demonstrated up to a 12-fold increase in gene expression 

5 using FGF2-rciargeted Ad compared to Ad in delivering reporter genes or the HSV 
thymidine kinase (TK) gene to human Kaposi's sarcoma cell lines in vitro and human 
ovarian carcinoma cells both in vitro and in vivo (Sosnowski. ct al.. ./ Binl Chem 271: 
33647-33653 (1996)). We reasoned that the enhanced in vivo potency implied greater 
specificity, thus it is appropriate to assess whether FGF2-Ad shows diminished toxicity 

10 and immunogenicity by altering its native tropism. Redirected iropism may be further 
evaluated in mice challenged with tumor cells resistant to nati\ e Ad infection. 

1 . Redirection of Hepatic Tropism 

To accomplish retargeting of Ad, a bi functional molecule is made by 
15 conjugating FGF2 to a blocking anti-fiber Fab. This molecule is then incubated with Ad 
prior to tran.sduction of cultured cells or use in vivo, fhe high-affmiiy interaction of this 
Fab with the knob domain of the Ad fiber protein has been measured at 2.1x10" M using 
Biacore analysis. Fhis value is comparable or greater than commercially available 
therapeutic antibodies. 

20 fo determine if FGF2 retargeted Ad blocks the native tropism of Ad for 

the liver. FGF2-Ad(.^galactosidase (p-gal) and Adp-gal are injected intravenously into 
mice and expression of ^-gal in the liver is assessed. Mice are sacrificed on days 2. 4. 
and 7 post injection of either excipient. Adp-gal (2x10"' pfu. i.v.) or FGF2-Adp-gal 
(2x10'" pfu. i.v.). Liver tissue is processed and stained with Xgal as described above. 

25 On days 1. 2. 4. 7. and 12 post administration, markedly greater numbers 

of Xgal-staincd hepatocytes are present in the livers of mice treated with Adp-gal 
compared to the livers of mice treated with FGF2-Adp-gal. which had a profound 
decrease in X-gal-staincd hepatocytes (not shown). No X-gal' hepatocytes are observed 
in control mice (data not .shown). 
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Quantitation of {1-galactosidase activity in the liver (Table 3) parallels the 
histochemical results and demonstrated 12- to 20-rotd less p-gal in the livers of FGF2- 
Adp-gal-treated mice than in the livers of Adfi-gal-treated mice. By day 12. a modest 
level of p-galactosidase is still present in the liver of Adp-gal-treated mice (259 
mU/gram) but is undetectable in the liver of FGF2-AdP-gal-trcated mice. 

Table 3 

Quantitation of P-galactosidase in the Liver 
of Mice Treated with Adp-gal or FGF-Adp-gul 





Mean P-galactosidase Activity 
(mU/gram) 


Treatment 


Day 2* 


Day 4 


Day 7 


Adp-gal 


5I5I* 


2668** 


804*** 


FGF2- Ad p-gal 


365 


217 


41 



*p = 0.003 compared to FGF2-Adp-gal 
**p = 0.005 compared to FGF2-Adp-gal 
***p = 0.02 compared to FGF2-AdP-gal 

15 ~ ' — 

Figure 9 shows the serum transaminase and alkaline phosphatase levels in 
mice treated with Adp-gal or FGF2-Adp-gal. On day 7 post injection of either excipient. 
Adp-gal (2x10'" pfu, i.v.) or FGF2-AdP-gal (2x10'^' pfu. i.v.) .serum is prepared and 
transaminases (AL f. AST) and alkaline phosphata.se (Alk Phos) are measured. The data 
20 are presented as mean +/- S.E. 

On day 7 post administration, .serum transaminase levels arc elevated 8- to 
16-fold in the Adp-gal treated group but only 3- to 5-fold in the FGF2-Adp-gal-treated 
group (see Figure 9). Serum alkaline phosphatase is also elevated in the serum of AdP- 
gal-trcatcd mice but is within normal limits in" FGF2-Adp-gal-treatcd mice. 
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Histopathology on day 7 revealed evidence of severe hepatocellular 
necrosis and a marked innammalory infiltrate in the liver of mice treated with Ad(i-gal 
(Adfi-gal. 2x10"' pill. i.v.). but analysis of livers from the FGF2-Adl3-gal-treaied group 
(FGF2-Ad(^eHl, 2x10"' pfu. i.v.) revealed that the hepatocellular necrosis is almost 
5 completely abrogated and only a minimal inllammatory infiltrate is observed (data not 
shown). 

2. Iminunooenicity 

We hypothesized that blocking a potential immunodominant epitope, the 

10 iibcr protein knob domain, would diminish the antibody respon.se to Ad. Accordingly, 
the humoral response to either FGF2-Ad or Ad following a single intraperitoneal 
injection is evaluated. Scrum antibodies directed against total adenovirus or purified fiber 
protein are measured by ELISA on day 21 . 

Figure 14 illustrates serum antibody levels of anti-adenovirus and anti- 

1 5 knob protein antibodies in mice treated with either excipieni, Ad(i-gal. or FGF2-Adp-gal. 
On day 21 po.sl injection of either excipient. Adp-gal (1 x 10" PFU. i.p ). or FGF2-Ad(V 
gal. sera are prepared and assayed by FIJSA for specific antibody levels directed against 
either total adenovirus or purified knob protein. Data arc presented as the mean OD,,,, x 
10- value of three triplicate wells as determined for each serum sample. In addition, the 

20 arithmetic mean (dashed line) are compared using one-way analysis of variance and 
Fisher"s procedure for least significant differences for a posteriori contrasts. Fur anti- 
adenovirus responses, the adenovirus group differs from both the excipient and FGF2-Ad 
groups by p<0.0001. For anti-knob protein responses, the adenovirus group differs from 
the excipient group by p<0.000l and from FGF2-Ad group by p=0.0003. 

25 Compared to Ad alone. FGF2-Ad induces a lower mean anti-Ad antibody 

response and 2/5 mice had no anti-Ad antibody in the FGF2-Ad treated group. 
Similarly, mean titers are less, and 3/5 mice generated no antibody response to the knob 
domain of fiber protein in the FGF2-Ad-treated group compared to the Ad-treated group. 
The data, which demonstrate that the mean anti-knob antibody response is >50% of the 
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anti-Ad response, supports the hypothesis that knob is an immunodominant epitope (see 
Fig. 14). 

£v Vivo Transduction oi'BlG Melanoma 
5 To determine whether FGF'2-Ad can transduce ceils which are insensitive 

to native Ad infection, the B16 murine melanoma cell line is chosen as the target. B16 
tumor cells express FGFRl and FGFR3 mRN.A and arc sensitive to FGF2-targeted DNA 
and protein to.xins. B16 cells are incubated for ! hour ex vivo with cither Ad containinu 
the herpes simplex virus thymidine kinase gene (AdIlSVTK) or FGF2-AdHSVTK prior 
10 to implantation intraperitoneally in BDFl mice. Ganciclovir prodrug therapy is initiated 
in vivo, one day post tumor cell inoculation. 

Figure 11 shows survival analysis of mice treated with either B16F0 
tumor cells incubated cx vivo with AdllSVTK or FGF2-AdMSVTK. BI6 melanoma 
cells are treated cx vivo for one hour with either AdllSVTK. or rGF2-AdHSVTK: and 
15 then implanted intraperitoneally into BDFl mice at 2x10" cells per mouse. Mice are then 
treated with either Ganciclovir or H20 (as a control) for 14 days. i.p. Survival of tumor 
bearing mice treated with FGF2-AdHSVTK and then administered ganciclovir have a 
statistically prolonged survival compared to all other groups (p=O.OOI). 

The survival of mice bearing B16 melanoma treated with AdHSVTK plus 
20 ganciclovir is indistinguishable from the control mice which received untreated 816 
tumor cells plus the ganciclovir regimen (median survival 18-19 days; sec Fig. 1 1). In 
striking contrast, mice which received B16 melanoma treated with FGF2-AdTK, at two 
different FGF2-Fab to knob molar ratios, demonstrated a2. 6-fold increase in median 
survival compared with the control groups (Figure 1 1 ). 
25 There are several significant obstacles to the use of adenoviral vectors for 

cytotoxic gene therapy of cancer. First, the transduction of normal, non-tumor cells by 
adenovirus can lead to toxicity which has limited preclinical studies and initial clinical 
trials to direct injection into tumors or locoregional delivery to a compartment containing 
tumor cells (Goldman, et al.. Id. (1997): Maziie. et al.. Toxicol Leu 64-65. 329-338 
30 (1992); Ying. et al.. Cancer 74. 848-853 (1994)). 



BNSDOCID; <WO_9a«)50aA1J_. 



wo 98/40508 



163 



PCT/US98/04964 



Additionally, the inimutiogenicily of adenoviruses is a potential hurdle to 
repeat dosing. We have developed a method to abrogate the native tropism of adenovirus 
and redirect its cellular uptake through FGF receptors. Because there arc few normal 
tissues responsive to administration of exogenous FGF2 (Wagner, ct al.. Proc Nail Acad 
5 Sci USA 89. 6099-6103 (1992)i '['oniko. ct al., Proc Nail Acad Sci USA 94, 3352-3356 
(1997): Worgall. et al.. Human Gene Therapy cS. 37-44 (1997)). transduction of normal 
tissues with FGF2-Ad should be limited (data not shown). 

Further, redirecting Ad with FGF2 should abrogate the liver tropism oi' 
adenovirus and dccrca.se its toxicity. Indeed. FGF2-Ad induced 12- to 20-lbld less 

10 transgene expression ((^gal) in the liver than non-retargclcd Ad and had only a modest 
elTcct on serum transaminase levels compared to the robust increase of serum 
transaminases in the mice receiving Ad. When the humoral responses to Ad and FGF2- 
Ad arc compared. FGF2-Ad displayed reduced immunogenicity. as anti-Ad and anti-fibcr 
protein antibodies are not found in all treated mice, unlike the Ad-trealed group. 

15 Although it might be expected that FGF2-anti-fiber Fab could block the antibody 
response to the Fiber protein, the blunting of the response to other epitopes on the virion 
surface is unexpected. Whether FGF2-Fab is masking these other epitopes through steric 
hindrance, or whether it directs the clearance of virus through less immunogenic 
pathways, is unknown. 

20 Multiple doses of the re-engineered vectors of the present invention may 

be administered in vivo without an appreciable level oi" humoral response resulting 
therefrom. Thus, the modified vectors of the present invention are significantly less 
immunogenic than other vectors described in the art. 

Furthermore, to demonstrate that native Ad tropism can be fully redirected 

25 to cells bearing FGF receptors, we have shown that an .A,d-resistant tumor line (BI6 
murine melanoma) can be made sensitive to FGF2-AdHSVTK transduction. Mice 
challenged with FGF2-Adl-lSV'rK-treated 016 melanoma cells have greatly prolonged 
survival when compared to mice bearing control or AdFlSVTK-ireated BI6 melanoma 
cells. 
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We have also demonstrated FGF2-AdHSVTK to be at least! O-lbld more 
potent than AdHSVTK m vivo in a human ovarian cancer model which is sensitive to Ad 
(Rancourt. et al.. Nat Med (1997)). Because of the enhanced elTicacy and decreased 
toxicity of FGF2-retargeted Ad in comparison to Ad. the therapeutic index in vivo is 
5 greatly enhanced. FGF2 retargeting of viral vectors thus provides a useful approacii to 
targeted gene delivery, which will be required for successful clinical oncology 
applications. 

EXAMPLE 10 

10 FFnc..\rv or Intr.aperitonbal Df.l.ivery of I-GF2FabAd21 in a I1kr-2/ni:U 

OVK.RH.XI'RF.SSING I lUMAN OVARIAN CARCINOMA MODEL fSKOV.llPl ) 

An Ad vector that produces an intracellular single-chain antibody to the 
Her-2/neu receptor (i.e.. an -intrabody-) is evaluated for activity in vivo. In various cell 
15 culture experiments, this Ad (Ad21) has been shown to induce apoptosis in cell lines 
ovcrexpressing the Iler-2/ncu receptor. The efficacy of Ad21 and FGF2FabAd21 is 
tested in the SK0V3ip] model. 

Methods for the construction of antibodies, including single-chain 
antibodies, which may be useful as -payloads." as well as suitable antibodies and 
20 fragments thereof that may be used in such a therapeutic context, are available in the art. 
For e.xample. see U.S. Patent No. 5.587.458, which de.scribes single-chain antibodies to 
the Her-2/neu (aLso known as erbB-2) receptor. The generation and use of intrabodies is 
al.so disclosed in published international App. No. WO 96/07321. The disclosures of 
tho.se documents are incorporated by reference as though fully set forth herein. 

SK0V3ipl cells arc implanted ip on day 0. On day 5, mice receive a 
single ip dose of either Ad2 1 or FGF2FabAd2 1 at either of two dose levels and then they 
are followed for survival. For example, do.sages of Ad2I and FGF2FabAd2I 
administered are 1x10'^ pfu and 5x10'^ pfu. 

Figure 21 illustrates the increased sur\'ival time seen in an /;/ vivo murine 
30 tumor model when an Ad vector re-targeted with FGF2 and delivering an intrabody 
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payload is administered to SK0V3 tumor-bearing mice. Percent survival is plotted on 
the vertical axis; post-implantation survival fin days) is plotted on the horizontal axis. 
Closed circles represent mice receiving Cxcipient alone (control): closed triangles 
represent mice receiving non-retargeted Ad delivering Mer-2/neu intrabody; and closed 
5 squares represent mice receiving FCF2-retargeted Ad delivering Hcr-2/neu intrabody. 
As indicated. N=10; the dose administered was 1 x 10" ADV or FCiF-2 ADV. 

While non-retargeted Ad21 has a minimal ctTeci on survival, in the high 
dose FGF2FabAd21 treated group, median survival is significantly increased 
(%ILS-128: data not shown). Again, FGF2 retargeting of viral vectors shows it.self to be 
1 0 useful in both positive and negative gene dicrapy contexts and underscores the likelihood 
that viral retargeting using polypeptides reactive with pre-.selccted receptors not normally 
targeted bv viral vectors retaining their native tropism enhances the likelihood of success 
in a variety of therapeutic contexts, including clinical oncology applications. 

15 EXAMPLE 1 I 

SuccESSt'Ui, Retargeting of Adenoviral. Vectors Using KGF and 1 1 A8 

In order to demonstrate that a variety of receptor-binding and internalizing 
ligands arc useful in the retargeting of adenoviral vectors, conjugates of anti-knob Fab 

20 and KGF. as well as conjugates of anti-knob Fab and 1 1 AS antibody, are constructed as 
described below. Administration of conjugates retargeted using the aforementioned 
polypeptides reactive with FGF receptor demonstrate successful modification of Ad 
tropism as well as a concomitant increase in gene expression, as described. 

KGF is particularly useful in targeting epithelial cells, hepalocytes, and 

25 type II pneumocytes of the lung, which makes it ideal for a variety of gene targeting and 
delivery applications, as di.scussed previously. Therefore, its incorporation into a ligand- 
Fab con-struct and its use as an Ad-retargeting agent provides additional treatment 
options, particularly when one is addressing disease conditions that involve the cells and 
receptors specifically targeted by KGF - e.g. hepatocytes and type II pneumocytes. 
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A method oC generating and puriiVing Ad knob antigen, which is used to 
generate anti-knob antibody (from which Fab and other Iragmenis are readily prepared) 
is also described as exemplary. 

5 A. Purification oFKnob Antiuen 

A Icd-batch fermentation generated approximately 1.4 kg paste and knob 
is purified using two sequential chromatography steps: cation-exchange Followed by 
immobilized metal ion afllnity chromatography (IMAC). Cation-exchange 
chromatography (CEC) is used as a capture and primary recovery step following lysis 

10 and clarification. The CEC-purified product is then purified by (MAC (charged wiih 
nickel) based on the affinity of the poly-histidine n-terminus of knob for nickel, The 
knob product has been fully characterized (data not shown). 

In the native state, the knob antigen has been shown to exist as 
homotrimer. The theoretical molecular weight based on the cDNA which codes for knob 

15 monomer is 22.539 Da. Based on the analyses to date, the purified product appears to 
exist principally as a trimeric molecule with binding characteristics equivalent to the 
reference standard. Knob antigen is also useful as an affinity ligand immobilized to a 
chromatographic resin for in-proccss testing and u.se in purifying preparative quantities 
of FGF-Fab. KGF-Fab. EGF-Fab and 1 1 A8-Fab. 

20 

B. Preparation of Hvbridoma Secreting 1 1A8 Antibody 

Female Balb/C mice were injected subcutancotisly with 10' SK-HEP-1 
cells in 0.2 ml Dulbecco"s PBS to generate the antibody I1A8. The animals were 
reimmunized 14 and 28 days later with 10' cells injected intraperitoneally. The fusion 
25 was done 4 days after the final immunization. 

Spleen cells taken from an immunized mouse were fused with NS-0 cells 
using PEG- 1500. Hybridoma cells were .selected in RPMI-1640 containing HAT and 
0.005% 2-mercaptoethanol followed by RPiVIl-1640 containing FIT. 

An ELISA was used for screening the hybridomas. Briefly, plates were 
30 coated with 50 ul of ECDR 1 ( 100 ng/ml) overnight at 4°C. After washing, conditioned 
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media samples were added. A second antibody eonjugaled to horseradish peroxidase 
(Bio-Rad. 1:1000 dilution) was used to detect hybridomas. Cells in positive wells were 
cloned by limiting dilution. 

Antibodies were purified by ammonium sulfate precipitation and AtTi-Gel 
5 Protein A agaro.sc column (Bio-Rad. Richmond. CA) chromatography according to the 
manufacturer's protocol. The purity of the antibody was checked by a 7.5% PhastGel 
(Pharmacia. Uppsala, Sweden) under non-reducing conditions with Coomassie blue 
stain. 

10 C. KGK-Fahand ilA8-Fab 

A preliminary small-scale study is performed in which KGF is conjugated 
to Fab (anli-knob). The conjugate is purified using procedures analogous to those used 
for the conjugation and purification of FGF-Fab as described hereinabove (i.e.. Heparin- 
Sepharo.sc affinity chromatography followed by size exclusion chromatography), with 

15 minor modifications. In particular. KGF and 11A8 arc derivatized with SPDP 
(monoderivatized) according to the manufacturer's instructions (Pharmacia, Piscataway. 
N.I); isolated and then conjugated to Fab. The final bulk conjugate is analyzed by SF- 
UPLC, and the molar ratios of KGF to Fab are determined by SDS-PAGE/Coomassie 
(results not shown). 

20 SE-HPLC demonstrates that the conjugate is heterogeneous but does not 

contain detectable levels of free KGF or free Fab. The molar ratios of Fab to KGF arc 
estimated at 1:1. based on scanning densitometry of SDS-PAGE/Coomassie stained gels 
under reducing conditions (data not shown). 

Biological activity of the KGF component of the conjugate is assessed by 

25 a proliferation assay performed on Balb/VIK cells. The conjugate is equipotent to the 
derivatizcd KGF and undcrivatized KGF standard (not shown). The knob-binding 
activity and transduction activity are readily evaluated using standard assays and 
procedures, as those of skill in the relevant art will readily appreciate. 

Figure 20 illustrates the successful retargeting of an Ad vector linked to a 

30 marker (AdPgal) using either FGF2 or IIA'8-Fab and the successful delivery of the 
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marker sequence in HCT1I6 cells. From left to right, the shaded bars represent AdPgal: 
Fab; FGF2Fab. 30x; FGF2Fab. 3x; 1 1 ASFab. 30x: and 11 A8Fab. 3x. Molar excess of 
Ligand-Fab:Knob Monomer is indicated in the latter four categories. On the vertical 
axis. mU Pgai/mg protein is indicated. f25K. 72 hr: 300 MOI.) 

The foregoing specification, including the specific embodiments and 
examples, is intended to be illustrative of the present invention and is not to be taken as 
limiting. Numerous other variations and modifications can be effected without depanina 
from the true spirit and scope of the present invention. 
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SEQUENCE LISTING 



(!) GENERAL INFORMATION: 

(i) APPLICANTS: Barbara A. Sosnowski ■ 
Andrew Baird 
Glenn F. Pierce 
David T. Curie! 
Joanne T. Douglas 
Buck E. Rogers 

(ii) TITLE OF INVENTION: VIRAL VECTORS WITH MODIFIED TROPISM 
(iii) NUMBER OF SEQUENCES: 4 

(iv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: SEED and BERRY LLP 

(B) STREET; 6300 Colun^bia Center, '^01 Columbia Center 

(C) CITY: Seattle 

(D) STATE: Washington 

(E) COUNTRY: USA 

(F) ZIP: 98104 

(v) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

(C) OPERATING SYSTEM: PC - DOS /MS - DOS 

(D) SOFTWARE: Patentin Release #1.0, Version #1.30 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: 

(B) FILING DATE: 13-MAR-1998 

(C) CLASSIFICATION: 

(viii) ATTORNEY /AGENT INFORMATION: 

(A) NAME: Maki , David J. 

(B) REGISTRATION NUMBER: 31,392 

(C) REFERENCE/DOCKET NUMBER: 760100. 427PC 

(ix) TELECOMMUNICATION INFORMATION: 

(A) TELEPHONE: (206) 622-4900 

(B) TELEFAX: (206)682-6031 



(2) INFORMATION FOR SEQ ID NO : 1 : 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 3 5 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNES3 : single 

(D) TOPOLOGY: linear 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 1 : 
ATATAGAATT CTGTGACTAC TGAGGACACA GCCAC 
(2) INFORMATION FOR SEQ ID NO : 2 : 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 35 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 2 : 
ATATACATAT GTTTTTTCAG CTCCAGCTTG GTCCC 
(2) INFORMATION FOR SEQ ID NO : 3 : 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 17 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 3 : 
AGGAGTGTCT GCTAACC 

(2) INFORMATION FOR SEQ ID NO : 4 : 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 4 
TTCTAAATCG GTTACCGATG ACTG 
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CLAIMS 

Wc claim: 

1. A tropism-modified adenoviral vector system that specifically 
targets cells expressing a preselected receptor, comprising: 

an antibody or fragment thereof that binds an adenoviral capsid 

protein: 

a targeting ligand that binds the preselected receptor: and 

an adenovirus containing a nucleic acid molecule that encodes a 

therapeutic gene product under the control ol'a promoter; 

wherein the ligand is conjugated to the antibody or fragment 

thereof and wherein the antibody or fragment thereof is bound to the adenovirus. 

2. The vector of claim 1. wherein said promoter is a tissue-specitlc 

promoter. 

3. The vector of claim 1. wherein said targeting ligand is a 
polypeptide reactive with an FGF receptor. 

4. The vector of claim 3. wherein said polypeptide reactive with an 
FGF receptor is an antibody or fragment thereof, 

5. The vector of claim 4, wherein the antibody is 1 1 A8. 

6. The vector of claim 3, wherein said polypeptide reactive with an 
FGF receptor is selected from the group consisting of FGF-I. FGF-2. FGF-3. FGF-4, 
FGF-5, FGF-6. FGF-7. FGF-8. FGF-9, FGF-11. FGF-I 3. FGF-14. and FGF-15. 

7. The vector of claim 3. wherein said polypeptide reactive with an 
FGF receptor is FGF-2. 
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8. I he vector of claim 3. wherein said polypeptide reactive with an 
FGF receptor is KGF. 

9. The vector of claim 1. wherein said targeting ligand is selected 
from the group consisting of a polypeptide reactive with a VEGF receptor, a polypeptide 
reactive with a PDGF receptor, and a polypeptide reactive with an EGF receptor. 

10. The vector of claim I. wherein the native tropism of said vector is 

ablated. 



11. The vector of claim 1. wherein the therapeutic gene product is a 
cytoeide or a prodrug. 

12. The vector of claim I. wherein the therapeutic gene product 
enhances cellular proliferation. 

13. The vector of claim 1. wherein the therapeutic gene product i.s a 
biologically active protein or polypeptide that augments or complements an endogenous 
protein. 

14. The vector of claim 1, wherein the therapeutic gene product 
enhances cellular differentiation. 

15. The vector of claim I. wherein the therapeutic gene product is a 
molecule which enhances tissue repair or regeneration. 

16. The vector of claim 1. wherein the therapeutic gene product is a 
molecule which stimulates a protective immune response. 
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17. The vector of" claim 10. wherein the prodrug is thymidine kinase, 
nitroreductase, or cytosine deaminase. 

18. A pharmaceutical composition comprising a physiologically 
acceptable buffer and a tropism-modified adenoviral vector presenting a ligand on its 
surface, wherein the vector includes a nucleic acid molecule encoding a therapeutic gene 
product under the control of a promoter. 

19. The composition according to claim 18. wherein the ligand is a 
polypeptide reactive with an FGF receptor. 

20. The composition according to claim 19. wherein the polypeptide 
reactive with an FGF receptor is selected from the group consisting of FGF-1, FGF-2. 
FGF-3. FGF-4. FGF-5, FGF-6. FGF-7. FGF-8. FGF-9. FGF-1 1. FGF-13, FGF-14, and 
FGF- 15. 

21. The composition according to claim 19. wherein the polypeptide 
reactive with an FGF receptor is FGl'-2. 

22. The composition according to claim 19. wherein the polypeptide 
reactive with an FGF receptor is KGF. 

23. The composition according to claim 19. wherein the polypeptide 
reactive with an FGF receptor is an antibody. 

24. The composition according to claim 23, wherein the antibody is a 
single-chain antibody. 

25. The composition according to claim 18. wherein the ligand is 
genetically fused with an adenoviral capsid protein. 
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26. The composition according to claim 18. wherein the liizand is 
chemically conjugated to an adenoviral capsid protein. 

27. The composition according to claim 18, wherein the ligand is 
conjugated to an antibody or fragment thereof that binds a viral capsid protein. 

28. The composition according to claim 18. wherein the therapeutic 
gene product is selected from the group consisting of protein, ribozyme and antisense. 

29. The composition according to claim 18. wherein the therapeutic 
gene product is a cytocide. 

30. The composition according to claim 18. wherein the therapeutic 
gene product is a prodrug. 

31. A method of treating tumors, comprising administering a 
pharmaceutical composition comprising a physiologically acceptable buffer and a 
tropism-modified adenoviral vector presenting a ligand on its surface, wherein said 
vector includes a nucleotide sequence encoding a therapeutic gene product under the 
control of a promoter, wherein said therapeutic gene product is selected from the group 
consisting of E-cadherin. BGP. Rb. p53. CDKN2/P16/MTS1. PTEN/MMACl. APC, 
p331NGl. Smad4, maspin. VHL. WTI . Menl . NF2. MXIl. and FHIT. 

32. A method of treating ischemia, comprising administering a 
phamiaceutical composition comprising a physiologically acceptable buffer and a 
tropism-modified adenoviral vector presenting a ligand on its surface, wherein said 
vector includes a nucleotide sequence encoding a therapeutic gene product under the 
control of a promoter, wherein said therapeutic gene product is selected from the group 
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consisting oflGF. TGFp 1 . TGF(i2. TGFpl. HGF. VFGF 121. VEGF 165. FGFl. FGF2. 
FGF 4. FGF5. FDGF-A. and PDGF-B. 

33. A method of treating connective tissue iniiiiy. comprising 
administering a pharmaceutical composition comprising a physiologically acceptable 
buffer and a tropism-modilied adenoviral vector presenting a ligand on its surface, 
wherein .said vector includes a nucleotide sequence encoding a therapeutic gene product 
under the control of a promoter, wherein said therapeutic gene product is selected from 
the group consisting of PTH. BMPl. BMP2. BMP3. BMP4. BMP5. BMP6. BMP7. 
BMP8. BMPIO. BMPl 1 . mammalian BMP. and Xenopus BMP. 

34. A method of treating tissue injury, comprising administering a 
pharmaceuiica! composition comprising a physiologically acceptable buffer and a 
tropism-modified adenoviral vector presenting a ligand on its surface, wherein said 
vector includes a nucleotide sequence encoding a therapeutic gene product under the 
control of a promoter, wherein .said therapeutic gene product is selected from the group 
consisting of Bovine VEGF, VEGF. VEGF-B, VEGF-C, Angiopoietin-1 , Angiogenin. 
lGF-1. IGF-II. HGF. PDGF .A. PDGF B. TGFBL TGFB2. and TGFB3. 

35. A method of treating cancer, comprising 

contacting the cancer cells with a phannaceutical composition comprising a 
physiologically acceptable buffer and a tropism-modiFied adenoviral vector presenting a 
ligand on its surface. 

wherein said vector includes a nucleotide sequence encoding a therapeutic 
gene product under the control of a promoter, 

wherein said therapeutic gene product is selected from the group 
consisting of MSVTK. VZVTK. nitroreductase, and cytosine deaminase; and 

contacting the cancer ceils with a substrate. 
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36. Tlic method according to any one of claims 31-35. wherein the 
ligand is a polypeptide reactive with an FGF receptor. 

37. The method according to claim 36. wherein the polypeptide 
reactive with an FGF receptor is FGF-2. 

38. The method according to any one of claims 31-35, wherein the 
ligand is an antibody or a fragment thereof 

39. Ihc method according to claim 38. wherein the antibody is a 
single-chain antibody. 

40. The method according to any one of claims 31-35, wherein the 
ligand is conjugated to an antibody or fragment thereof that binds a viral capsid protein. 

41. I he method according to claim 40. wherein the viral capsid 
protein is adenovirus fiber protein. 

42. The method according to claim 40. wherein the viral capsid 
protein is. adenovirus knob protein. 

43. The method according to any one of claims 31-35. wherein the 
ligand is chemically conjugated to a protein on the surface of a viral vector. 

44. The method according to any one of claims 31-35. wherein the 
therapeutic gene product is selected from the group consi.siing of protein, ribo/.yme and 
antisense. 

45. The method according to any one of claims 31-35. wherein the 
therapeutic gene product is a prodrug. 
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